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THE RELATION OF KCTO ACID EXCRETION TO AMINO ACID 

METAHOLISM* 

Bt HEINRICH WAELSCH and HERBERT K. MILLER 

(Fron the Departments eif AVtiroIosy and Bioehemistrn, College of I’hrjsirians and 
Surgeons, Columbia Unirersit'j, Setr Yuri:) 

(Received for publication, May 4, 1912) 

Three keto acids other than acctoacelic acid have repeatedly been re- 
ported to be excreted in the urine under certain dietaiy’ or pathological 
conditions. The increase in the keto acid c.xcretion in thiamine-deficient 
humans and rats is considered to be due to pyruvic acid (1). Phenyl- 
pyruvic acid is excreted in large amounts in cases of phenylpyruvic oligo- 
phrenia (2) and p-hydroxyphcnylpynivic acid has been found in the 
urine of premature infants (3). One case has been reported of tyrosinosi.s 
in which hydroxyphcnylpyruvic acid was excreted in the urine (4). 

After the administration of large amounts of tvTOsine or phenylalanine 
to animals the corresponding keto acids are excreted (5). 

Since most of the amino acids arc deaminized to the corresponding keto 
acids during metabolism, a variety of keto acids is continuously generated 
in the organism. The fate of the naturally occurring carbonyl compounds 
is of particular interest in regard to abnormal nervous activity, since the 
ketonic grouping may bo one of the configurations effective in suppressing 
convulsions induced experimentally (6). This suggestion is supported 
bj- the finding that pyruvic acid and acetoacetic acid suppress convulsions 
caused bv’ the administration of thujonc to rabbits (7). Such an effect of 
naturally occurring carbonyl compounds would be partly conditioned by 
their metabolic stability. Limited conclusions in this regard can be 
reached by feeding different amino acids to animals and determining the 
excretion of keto acids thereafter. 

It is not known whether natural amino acids other than tyrosine or 
phenjdalanine give rise to keto acid excretion under selected dietary condi- 
tions. Since normally a small amount of keto acids is excreted in human 
and animal urine, it is of interest to determine whether this fraction has 
its origin in the metabolism of amino acids. 

In preliminary experiments the effect on keto acid excretion of the addi- 
tion of different proteins to the protein-free diet was studied. It appears 
that the nature of the protein fed influences the extent of the subsequent 
keto acid excretion. 

We hav'e recently reported (8) that when rats are either fasted or placed 
on a protein-free, fat-carbohj'drate diet there results an immediate de- 

• This study was aided by a grant from the Joshua Rosett Research Fund. 
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KETO ACID EXCRETION' 


create of the keto acid excretion to a minimal level. On resumption of 
the administration of protein the keto acid excretion rapidl}" returns to 
its normal level. 

When the minimal excretion level on the protein-free diet had been 
reached, different amino acids -were added to the diet. The addition of 
glycine, 1-glutamic acid, Weucine, or Z-alanine produced no increase in 
the keto acid excretion; rfZ-phenylalaninc and Z-tyrosine produced by far 
the greatest increase. Z-Lysinc and fZZ-methioninc markedly increased 
the excretion, as did fZZ-isoleucinc, rfZ-valine, cZZ-serine, cZZ-thrconinc, dl- 
aminobutyric acid, and cZZ-phenylaminobutjuic acid. The 2,4-dinitro- 
phcnylhydrazones of the corresponding keto acid have been identified 
after the feeding of phenylalanine, methionine, tyrosine, valine, amino- 
butyric acid, phcnylaminobutyric acid, and isoleucine. 

EXPERIMENTAL 

Urhic CoUedion and Ddcrminalion of Kdo Acid Fradion — The rats were 
kept in ghuss cages on glass screens supported b^”^ large funnels. The feces 
were trapped by inverted watch-glasses in about the middle of the funnel. 
Glas.s wool was inserted in the funnel stem. Adapters led from the stem 
to large test-tubes (100 ml.) which were immersed in Dewar flasks con- 
taining solid carbon dioxide. This method of collecting the urine without 
the need of any preservative nia}'' be of use also for the determination of 
other labile substances. 

Fwpiy 24 hours the funnels were rinsed with about 20 ml. of water, and 
the diluted urine was filtered. A modified Neuberg-Case procedure in- 
cluding the adaptations of Lu (9) and Harper and Deuel (10) was used for 
the detennination of the keto acid fraction. For the color development 
2 N .sodium hydroxide was used according to Bueding and Wortis (11). 

1 per cent of the diluted urine (or less when large amounts of keto acid 
were present) was pipetted into a 15 ml. centrifugo tube and treated with 
1 ml. of saturated 2,4-dlnitrophenylhydrazinc in 2 n hydrochloric acid. 
The solution was then shaken three times with 2 ml, of ethjd acetate. The 
combined ethyl acetate layers were extracted with about 2 ml. of water and 
then three times nith 2 ml. of 10 per cent sodium carbonate solution. To 
the combined carbonate extracts (G ml.) were added 4 ml. of 2 N sodium 
liydroxide, and the extinction coefficient was measured in a photoelectric 
colonmctcr with Filtcm 350 and 978 (Coming) combined. 

Standard cun'c.s were prepared with the 2,4-dinitrophenylhydrazone of 
pymvic acid which had been recrystallizcd three times from alcohol after it 
had attained a constant melting point (215.5° uncorrected). The urine 
values were read against this standard curve. Such a procedure appears 
to lie justified, since with the filters selected the molar e.xtinction coefficients 
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of the 2,4-dinitrophcnylhydrazoncs of phcnylpyru%'ic acid, hydroxj’phcnyl- 
pyru\’ic acid, a-kcto-y-mcthiobulyric acid, a-kclobutyric acid, acctoa- 
cetic acid, oxalacclic acid, and or-kcto-jS-mcthylvalcric acid agreed wthin 
±10 per cent with that of tlic corresponding derivative of pjTuvic acid. 

In order to test the accuracy of the procedure, solutions of redistilled 
pjTU'vic acid were treated the same way as urine. The recovery of samples 
containing 14 to 55 y per ml. averaged 96 ± 5 per cent. Urine without 
addition of the hj'drazinc gives a blank value, whereas the hydrazine solu- 
tion gives color values corresponding to 1 to 2 y of pj'ru\ic acid, equivalent 
to 0.1 to 0.2 mg. of pj-ru-vic acid for the final urine values. 

The color developed bj’ the mixed h 5 'drazones extracted from urine 
fades slowly after addition of the 2 n sodium hj’droxide to the carbonate 
solution. It was hoped that the rate of fading might be indicative of one 
prevalent hydrazone. The fading cun'cs of the hydrazones of five dififerent 
keto acids were therefore determined in five different concentrations ranging 
from 20 y to 100 y per ml. After 90 minutes at room temperature the ex- 
tinction coefficient of the hydrazone solution from pyruvic acid, ketoglu- 
taric acid, phenyipj’rnvic acid, a-keto-y-methiobutyric acid, and acetoacetic 
acid corresponded to 95, 90, GO, 88, and 91 per cent respectively of the values 
obtained immediately after the carbonate solution was mixed with 2 n 
N aOH. For the different hydrazone concentrations of the same keto acid, 
the fading curv’cs were parallel with the exception of that of the hydrazone of 
phenylpJTu^^c acid. This faded at a faster rate at lower concentrations. 
The hydrazones of the mixed keto acids from the urine of twelve rats on a 
normal rat ration were tested for fading. Mter 90 minutes, 83 to 86 per 
cent of the original values was found, indicating that a major portion of the 
keto acid fraction of normal rat urine does not correspond to keto acids of 
which the hydrazones fade relatively slowly. 

Metabolic Experiments — ^Two colonies of inbred male Wistar rats kept on 
stock Rockland rat diet were used for the experiments. The rats of one 
colonj' had somewhat higher fasting values than those of the other. 

The following experiments describe the effect of short fasting and of a 
protein-free diet on the urinary keto acid output of rats. Four male rats 
(270 to 340 gm.) w'ere kept on the stock diet for 8 days. Their keto acid 
excretion ranged from 1 to 4 mg. daUy. Food was withheld and on the 1st 
day of fasting the output dropped to 0.7 to 1.1 mg., on the 2nd to 0.4 to 0.6 
mg., and on the 3rd to 0.3 to 0.5 mg. The food was returned to the cages, 
and on the next day the excretion values ranged from 0.9 to 1.5 mg., and 
increased to 1.0 to 4.5 mg. the day after. After 5 days of stock diet and 1 
day of fasting the animals w’ere put on the protein-free diet (30 per cent 
lard, 40 per cent sucrose, 25 per cent dextrin, 5 per cent salt mixture (12)). 
The next day the keto acid excretion was found to be 0.6 to 0.8 mg. 
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The amino acids’ were fed to rats in amounts of 0.01 mole for 10 gm. of 
protein-free diet daily for 2 days after the koto acid excretion had been 
brought dorni to its minimal level. L 3 'sine, arginine, histidine, and cys- 



Fio. 1. D.'^ily urinary excretion of koto acids after amino acids wore fed to rats 
(c.xi)re««cd in mg. of pyruvic acid). SD = stock Rockland rat diet; 0 = fasting; 
I).j a Dirt I (lard 30, sucrose 40, dextrin 25, salt mixture 5 (12)); LY — lysine; GL 
r' plutainie acid; GLY «= glycine; PA = phenylalanine; lit ■= methionine; AL = 
alanine; LU <= leucine; TY ■= tyrosine; U ■= histidine; AB = aminobutyric acid; 
.4ft “ arginine; ASP « aspartic acid; CYE = cysteine; PRO = prolinc; CY >= 
cystine; SKU = serine; Til ■= threonine; ISO = isolcucinc; PAR = phenylamino- 
Imtyrie acid; 7’RP = tryptophane; VAL «= valine. 

teine were itddetl to the diet a.s their hj’drochlorides, with an equivalent 
amount of sodium bicarbonate. The expenments reported in Fig. 1 are 

' Fnrne of the amino acids were obtained from the University of Illinois and some 
from Merck and Company, Inc. For the df-isolcucinc and the df-phcnylaminobuty- 
ric acid «c arc indebted to Dr. du Vigneaud. 
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representative* of two or more which were carried out the same way. In 
most of the experiments 50 per cent or more of the food was consumed. 
The rats were weiphed ever>’ day, and in most of the experiments the daily 
nitrogen output was determined. These data are not reported, .*ince they 
*cem to be of no particular learing at this stage of the investigation. 

The largest increase in koto acid output was found after the feeding of 
/-tyrosine and (//-phenylalanine, lass with the other five racemic amino 
acids. The hydrazones of the seven keto acids were isolated and identified. 
Increased excretion was also found in the experiments with /-hsine, dl- 
serinc, and (//-threonine but we were unable to identify the hydrazones. 
leucine and arginine, in some experiments, gave an increase which was 
within the limits of indi\idual fluctuations and therefore not significant. 
In several experiments the koto acid excretion was higher on the 1st daj’ of 
amino acid feeding, since the rats consumed more food on the 1st than on 
the 2nd day. 

Isolation and Properties of 2 ,4-Dtnttrophenylhydrazoncs — To the filtered 
urines, diluted as little as possible, was added .an excess of 2,4-dinitro- 
phenylhydrazine in hydrochloric acid. -Mter IG hours in the ice box, the 
hydrazones were centrifuged off and rccrj-stalhzcd several times from alco- 
hol-water, alcohol, and ethyl acetate. In experiments with increased keto 
acid output the addition of the hydrazine solution resulted in an immediate 
cloudiness. 

Hjdrazonc of a-keto 0 mcth>lbul>ric acid, m p 194° (13) Tound, C 44 6, H 
4 5, calculated, C 44 59, H 4 OS 

Hjdrazone of <i-kcto- 7 -methiobutjnc acid, m p 149° (14) Found, S 9 57, cal- 
culated, S 9 77 

Hjdrazone of a-ketobutjnc acid, m p 195° (13) Found, C 42 90, H 3 90; cal- 
culated, C 42 56. H 3 57 

Hj-drazone of t phenjl-a ketobutjnc acid, m p 16S° x Found, C 53 63, H 3 95; 
calculated, C 53 64, H 3 94 

Hjdrazone of hj-droxj-phenj Ipj ruvic acid, m p 177° (sintered at about 156°). 
Found, C 49 64, H 3 33, calculated, C 49 99, H 3 36 

Hjdrazone of a keto 0 mctbjlvalcnc acid, m p. 170° Found, C 46 74, H 4.5, 
calculated, C 46 46, H 4 55 

Hj drazone of phenylpjTuvic acid, ra p 189° Mixed mp with sjnthetic sample 
189°. This hydrazonc was the most difficult to isolate and to punfj , possiblj due 
to the presence of the corresponding dcnvativc of hjdroxj’phen>lpyru\ic aeid. 

The dinitrophenylhj’drazones of a-kctolnityric acid, y-phenyl-cz-keto- 
butyric acid, and hvdioxyphcnylpynuic acid," like tliat of a-keto-y- 

’The different forms may account for different melting points found for the hj- 
drazone of hjdroxjphenjipj ruvic acid and ketomethiobutj ric atid Krebs ami 
Felix and Zorn (13) have found 158° for the former and Duschinskj and Jeannerat 
(15) 128° for the latter Dr R Dusehinsky has kindlj informed us that other 
preparations of the hydrazone of a-keto-y mcthiobutyrie acid melted at 149° as 
ours (hd. 



6 


KETO ACID EXCRETION 


raetbiobutj-ric acid (16), occurred in two forms different in color and 
solubility. 

Mlc of Proteins in Diet and Keto Acid Excretion — Since the stock diet 
which contains plant proteins’ is not as well defined as a sjmthetic diet -n-ith 
known protein components, the e-xperiments have been repeated with diets 




Kio. 2. Dnily urinary excretion of keto acids after protein-containing diets were 
fed to rata (expressed in mg. of pyruvic acid). SB ~ Rockland rat diet; 15% G = 
c.”i»ein (L.abro, vit.arain-frce) 15, lard 24, sucrose 30, dc.xtrin 20, salt mixture 5, cod 
liver oil 5, ryzamin-B, 1; 40% <7 =■ casein 40, lard 24, sucrose 20, dextrin 10, salt 
mixture 5; 15% G »= gelatin IS in place of casein in 15% C; D-1 = Diet I, see Fig. 
1 ; 0 -• fasting. 

containing 15 per cent cjuscin, blood albumin, or gelatin, or 40 per cent 
ca-scin (Fig. 2). Contrarj’ to c.xpectation, the feeding of the diet containing 
15 per cent ca.sein resulted in a decrease of the keto acid e.vcrction to the 

* Menthol glucuronic acid and glucuronic acid, for which we are indebted to Dr. 
Bueding, a.s well a-s ascorbic acid were negatix-o when tested in the colorimetric 
procedure. 
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level of the protcin-frec diet. This mus true regardless of whether the diet 
of the rats was restricted to 10 gm. per day or not, or whether the \itamin 
B comple-x was included in the diet or not. 

Rats 5 to 7 (Fig. 2) weighed 214 to 222 gm. at the beginning of the exper- 
iment, Rats 8 and 10, 500 and 423 gm. It seems that the older rats had 
a somewhat higher keto acid excretion on the 15 per cent casein diet than 
did those which were still gro\ving. The feeding of the 15 per cent gelatin 
diet resulted in a definite increase in the keto acid output, reaching the level 
of that with the stock diet. The younger rats seem to return to the lower 
level faster than the older ones after having been put on the protein-free 
diet. Diets containing 15 per cent of blood albumin resulted in an increase 
of the keto acid excretion similar to that induced during feeding of the 
gelatin-containing diet. 


DISCUSSIOX 

Only two of the twelve amino acids fed as the natural isomers, namely 
tjTOsine and lysine, induced a definite increase in keto acid excretion, 
whereas all nine amino acids fed as the racemic compounds did so. It may 
well be that the increase in keto acid output from df-amino acids was due 
to the presence of the unnatural isomer, which when deaminired in the kid- 
ney gives rise to a high concentration of keto acid in this organ. Further 
study \\-ill be necessarj* to show whether this is the case, and whether the 
keto acids excreted after feeding serine, threonine, and lysine are related 
to the amino acid fed. This would be of particular interest because of the 
unknown metabolic pathway of these compounds. Xo attempt has been 
made to learn an 3 'thing about the fate of the portion of the amino acid 
not converted into the keto acid. It may be expected that some of the 
amino acids give rise to the excretion of the hydroxy derivatives (5), of the 
acetj'lated amino acid (17), and of the vmchanged unnatural isomer (18). 
With the above exceptions, the excreted keto acids were identified as cor- 
responding to the amino acids fed. The amount of keto acids excreted 
ranged in the case of phenj’lalanine from 4 to 7 per cent, tjTosine from 1.1 
to 6 per cent, and in the case of the other amino acids from 0.1 to 1.0 per 
cent of the amino acid consumed. 

The excretion of the keto acids in the urine after the feeding of the na- 
tural isomers of phenylalanine (5), tyrosine, and Ij-sine indicates the possi- 
bility that certain amino acids may also contribute to the keto acid fraction 
of the urine when taken in as protein. The direct proof lies in the identifi- 
cation of the keto acids after protein feeding. Not onlj' the presence but 
the nature of the protein fed appears to be of decisive influence on the keto 
acid output. Casein keeps the keto acid excretion on the level of that of 
fasting rats or of rats fed a protein-free diet. The decrease in keto acid 
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excretion during short fasts in normal and thiamine-deficient animals has 
been observed by Harper and Deuel (10) and by Shils and colleagues (19). 
liaf.s fed a stock diet, or diets containing blood albumin or gelatin as the 
protein component, have a high urinarj’- keto acid output. These results 
suggest that proteins which are readily utilized and well balanced in their 
amino acid composition ma}'' not produce an increased keto acid output. 
Ilowcr-er, it i.s pos.sible that the keto acids which appear after the feeding 
of certain proteins are not derived from the protein itself but are the results 
of specific stimulation of other metabolic processes. 

The arrest of groudh in grom'ng animals maj' result in an increased ex- 
cretion of keto acids from proteins only partially utilized for growth pur- 
poses. M’hcther such a mechanism would contribute to the increase in 
pyruvic acid output 113- thiamine-deficient animals remains to be decided 
by actual isolation of the excreted keto acids. 

SUMMARY 

Tlic urinar}’ excretion of keto acids was studied in rats during fasting, 
on a protein-free diet, and after single amino acids and proteins were fed. 
The keto acids were determined with a modified Neuberg-Case procedure. 
'I'hc values obtained can bo expressed in p3'ruvic acid equivalents, since the 
molar extinction coefficient <»f the 2 ,4-dinitrophenylh3’’drazones of seven 
naturally occurring keto acids agrees within ±10 per cent of that of the 
hydrazonc of pyruvic acid. The colors developed b}" various h3’’drazones 
in alkaline solutions fade slowl3' and at different rates. The fading cun'cs 
of the h3-drazoiie.s of the keto acids from rat urine indicate the presence of 
a mixture of keto acid.s. Rats on the stock diet c.\crete from 1 to 6 mg. of 
keto acids (expre.^sed as pynivic acid) daib’. In fasting rats or in rats on a 
protein-free diet, the excretion drops iminedialcl3" to values of 1 mg. or less. 

Rats kept on the protein-free diet until the minimal excretion level was 
re.'ichcd received one of twenti'-one different amino acids daily for 2 da3'S 
in addition to the diet. A definite increase in keto acid excretion occurred 
following the feeding of two of twelve I-amino acids, nnmcl3' t3’rosine and 
lisinc, and following the feeding of d/-phcn3'lnlaninc, d/-valinc, df-methio- 
nine, (//-nminobutyric acid, f//-phen3’laminobut3'ric acid, df-isoleucine, dl- 
threonine, and f//-serine. The h3’drazones of the keto acids corresponding 
to the first six d/-.‘unino acid'; have been isolated from the urine and charac- 
terired. In tlie ca.'-c of ti'rosine and phcn3']alaninc onb’ the excretion of 
the keto acid-; amounted to more than 1 per cent of the amino acid con- 
sumed. 

heeding a diet containing 15 per cent of casein results in a drop of keto 
acid excretion to the fasting level. Addition of gelatin or blood albumin 
to the diet le'-ults in an incrc.ase in the keto acid excretion to the level ob- 
tained with rats on the stock diet. 
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It has been apparent for some time in both plant and animal virus 
diseases that the extent and tj-pe of the disease produced in a particular 
host may vary tvideh" according to the strain of virus involved, and that 
members of the same torus famili' maj' range in pathogenicity from a 
strain which is quite innocuous to one tvliich is definitely lethal. These 
facts make it of unusual interest to elucidate the nature of the chemical 
differences in the structure of a virus which arc responsible for such vari- 
ations in the biological properties. The nuclcoproteins of the tobacco 
mosaic virus family are particularlj- suitable for such a study, for in many 
cases they can be obtained in comRarativclj’ large amounts and in a degree 
of purity superior to that of most other plant and animal viruses. 

At this stage in the investigation of chemical differences between strains, 
the variants which differ most widely from the type strain with respect to 
biological properties seem to offer the best opportunity for demonstrating 
structural differences. Recently, Dr. Holmes isolated from rib-grass 
{Planlago lanceolala L.) a strain of tobacco mosaic \'irus which possesses 
imique properties and which can be easilj' distinguished from pre\dously 
knorni strains by its abilitj’ to form necrotic ring lesions in Turkish tobacco, 
by its adaptation to rib-grass, and by its failure to produce local lesions in 
bean plants {Phaseolus vulgaris L.) (1). This unusual variant was shown 
beyond reasonable doubt to be a strain of tobacco mosaic virus by its 
ability to withstand heat and desiccation, by its inability to infect tobacco 
plants diseased with tjiiical tobacco mosaic virus, by its precipitation with 
tobacco mosaic virus antiserum, and by the nature of its response to the 
genic constitution of tobacco plants. The present communication deals 
with the isolation and purification of the new virus and with the examina- 
tion of some of its phj'sical, chemical, and serological properties. 

Preparalion of the Virus — Young Turkish tobacco plants were inoculated 
with the rib-gra.ss virus by rubbing one or two leaves on each plant with a 
gauze pad saturated with infective juice. This juice was obtained from a 
tobacco plant showing the typical symptoms of disease described by Holmes 
(1). About a month after inoculation, the plants were harvested and 
frozen. The \irus was subsequently extracted from the macerated plant 
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lilB-GRASS VIRUS 


ti<-f;uc, filtered through celite, and purified by differential centrifugation. 
The isolation and purification procedures corresponded in essential details 
with those commonly empl 03 'ed in this laboratory and recently used in the 
preparation of cucumber virus 4 (2). 

The j-ields of purified vims obtained from diseased Turkish tobacco, 
while definitely smaller than those customarily obtained Avith ordinarj’ 
tobacco mosaic virus, were nevertheless good. From 0.4 to O.S gm. of 
highly purified virus was obtained per liter of expressed juice as compared 
with 2 to 2.5 gm. per liter of the tj'pe strain obtained under similar con- 
ditions. 

The rib-grass I'irus was tested for specific activitj’ on NicoHana ghilinosa 
L. bj' the half leaf method. Various dilutions of the highl}’' purified I'irus 
in 0.1 M phosphate buffer were compared with an arbitrary standard con- 
taining 10“^ gm. of virus per ml. The number of lesions obtained under 
these conditions was roughlj' proportional to the virus concentration in 
the range 10“^ to 10~' gm. per ml. Concentrations below and above the 
latter range yielded fewer and more lesions, respectively, than would be 
expected from the virus concentration. This result is commonly obtained 
with otlier strains of tobacco mosaic virus. An almost identical number 
of Ic.sions was obtained when the rib-grass virus was compared with or- 
dinarj’ tobacco mosaic virus on Nicoliana ghilinosa at concentrations of 
10“^ gm. per ml. However, as noted bj' Holmes (1), the lesions produced 
bj’ the ril)-grass strain were considerably smaller than those produced by 
ordinary tobacco mosaic virus and were also slightly different in character. 
The maximum infective dilution of the rib-grass virus appeared to be in 
the neighborhood of gm. per ml. This value is comparable to that 
obtained with the ordinary’ strain. 

Cryslallization of Ihc Virus — The distinctive properties of the rib-grass 
■strain made it seem desirable to obtain the virus in crystalline form for the 
purpose of comparing it with ordinary- tobacco mosaic virus. Crj'stal- 
lization was accomplished by adding slowl}', irith stirring, a 1:20 mixture 
of glacial acetic acid and 0.5 saturated ammonium sulfate to a 0.6 per 
cent solution of highly purified virus to which enough ammonium sulfate 
had been added to cause a faint turbidit}' (3). When the solution became 
ver\- turbid, a few drops of saturated ammonium sulfate were added with 
vigorous stirring. Cr.vstallization occurred almost immediatelj", to j’ield 
ncedle.s which ap[)earc(l to be of the .same tj’ire a.s the paraciystals of or- 
diiiar.v tobacco mo.saic viiiis. 

FAnncnUiry and Carbohydrate A na/r/scs— Virus irreparalion.s obtained bj’ 
differential centrifugation were further puiafied by electrodialysis in the 
t\'j)e of cell described ly .-Vlbancse (4). Dialj'sis was discontinued when 
the current dropped to a constant level. The drop in current was almost 
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always accompanied by a partial or complete precipitation of the salt-free 
^^nls. A suspension of the virus was then frozen and dried in vacuo. 
The white fluffy material thus obtained was further dried to constant 
weight at 110° in a dtying oven and used for analyses. That little or no 
dbintegration of the vims occurred during elect rodialysi.s wa.s demon- 
strated by the fact that vinis precipitated by clectrodialysis, when re- 
dissolved in dilute phosphate buffer, produced fully as many lesions on 
Xicoliana glutiuosa as equivalent amounts of the highly active undialyzed 
\-ims. 

Most of the anah'ses, with the exception of those for carbohydrate and 
phosphoms, were made by Dr. A. Kick, of this Institute, using customary 
micromethods. Carbohydrate and phosphorus were determined by stand- 
ard colorimetric procedures as described recently for cucumber vims 4 
(2, 5, 6). The average of duplicate analyses on five preparations of the 
cams indicated the presence of 50.2S per cent carbon, G.9S per cent hydro- 
gen, 15.69 per cent nitrogen, O.C t per rent .mlfur, 0.54 per cent phosphoms, 
2.27 per cent ash, and 2.35 per cent carbohydrate. These values, with the 
exception of that for sulfur, agree fairly well with analyses on ultracentri- 
fugally prepared tobacco mosaic vims of the ordinarj’ type. However, 
the rib-grass strain appears to contain about 3 times as much sulfur as the 
tj-pe strain. The nature of this comparatively large amount of sulfur is at 
present under investigation. Preliminarj' tests have indicated that at 
least part of the sulfur is probably present as — SH, since even mildly 
denatured virus gave a strongly positive nitropmssidc test. 

Nndcic Acid — Nucleic acid was rcadilj’ separated from the protein part 
of the vims by treatment with alkali, as described by Johnson and Harkins 
(7). The protein-free nucleic acid, obtained in the form of a dry white 
powder, was found to contain 34.10 per cent carbon, 3.93 per cent hydrogen, 
15.80 per cent nitrogen, and 9.00 per cent phosphoms. It gave a strongly 
positive test for pentose with orcinol in hj’drochloric acid, and a negative 
test for desoxypentose with diphenvdamine in acetic acid. From these 
tests it may be concluded that the nucleic acid of the rib-grass strain, 
like that of ordinary' tobacco mosaic vims, is of the ribonucleic acid or 
yeast tj-pe. 

Size and Shape of the Virus — Solutions of the rib-grass vims were found 
to exhibit anisotropy of flow. Moreover, when a solution of the vims was 
caused to flow, the entire stream was doubly refracting and the double 
refraction persisted for a time after the stream left a pipette. These facts 
indicated that the rib-grass vims possessed the peculiar rod shape which is 
so characteristic of tobacco mosaic vims and its strains. It was, there- 
fore, of considerable interest to compare the average size of these rods with 
that of ordinary tobacco mosaic vims. 
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Preparations of the -virus were examined in the analytical ultracentrifiigc 
by Dr. Max A. LaufTcr. At dilutions of 1.0, 2.1, and 3.5 mg. of virus per 
ml., sedimentation constants of 187 X 10“’’, 187 X 10"”, and 183 X 10-”, 
respectively, were obtained. These values correspond closely to those 
obtained for ordinary tobacco mosaic virus at corresponding dilutions (8). 

Electron micrographs of the lirus were made by Dr. T. F. Anderson, 
RCA Fellow of the National Research Council, using an electron micro- 
scope made available b}’ the Radio Corporation of America, Camden, 
New Jersey. Like other strains of tobacco mosaic virus, the particles 
observed in micrographs of the rib-grass strain showed a considerable 
variation in size. A comparison of micrographs of ordinary tobacco mosaic 
virus and the rib-grass strain revealed no obvious difference in the average 
size of the particles. X-ray measurements hav^e indicated an average 
diameter of about 15 mu for particles of the rib-grass virus (1), which is 
the same value obtained for three other strains of tobacco mosaic virus, 
including the ordinaiy form (9). 

It may be concluded from the combined sedimentation, electron micro- 
scope, and .x-ray data that the particles of tobacco mosaic virus and the 
rib-grass strain jiossess no readily demonstrable differences in size and 
shape. A particle size of about 15 nift in width and 280 mu in length and 
a molecular weight of about -1 X 10’ have been assigned to ordinary tobacco 
mosaic virus (10, 11). 

Ultraviolet Absorption Spectra — In order to characterize further the rib- 
grass virus, its ultraviolet absorption was compared with that of ordinary’ 
tobacco mosaic virus. Preparations of the intact viruses, their protein 
components, and their nucleic acids were examined by Dr. G. I. Larin, 
iKsing the techniques described in previous publications (12, 13). The 
protein components were those used in other experiments (14), and the 
nucleic acids were prepared by the method of Johnson and Harkins (7). 
'I'he absorption coefficient, a, was calculated in each case from the con- 
centration of material c.xpressed as mg. per ml. The absorptions of the 
two viru.^cs and of their protein components were similar and those of their 
nucleic acid components were almost indistinguishable. The intact viruses 
.showed a maximum absorption at about 2675 A. and the proteins showed a 
maximum absorption at about 2800 A. The relative positions of raa.xima 
and minima and the shapes of the curves are those to be expected from 
miclcoproteins and simple proteins, rc.spectivcly (13). The absorption 
maxima of the nucleic acid components of the two viruses were at about 
2600 A., wliich is comparable to the values obtained for a number of other 
nucleic acids from various sources (13, 15, 16). While there appeared to 
be little difference between the absorption curves for tobacco mosaic and 
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the rib-grass viruses, and of their protein components, there were definite 
differences in the band structures as obtained \rith the continuous light 
of the hydrogen discharge tube. These differences were most pronounced 
in the tjTosine-trj'ptophanc region, and in this respect arc in accord with 
data dealing with the chemical composition of the two viruses (17). 

Serological Tests — Precipitin tests with sLv strains of tobacco mosaic 
\’irus and cucumber anises 3 and 4 as antigens and tobacco mosaic \'irus 
antiserum demonstrated a strong serological relationship between tobacco 
mosaic virus and all of the viruses tested, with the e.vccption of the rib- 
grass strain and cucumber viruses 3 and 4 (17). A comparatively weak 
relationship was observed between the latter viruses and ordinary tobacco 
mosaic drus. As a corollary to these experiments, tests were made in the 
present study ■with antiserum to the rib-grass virus. This antiserum was 
obtained from the blood of a rabbit S to 10 days after the last of five spaced 
intravenous injections of a total of about 40 mg. of virus. Precipitin tests 
were made ■with a constant dilution of scrum and with various dilutions of 
antigen according to the technique described in a prc\'ious communication 
(2). All of the viruses used as antigens were highly purified preparations 
obtained by differential centrifugation. Instead of the expected weak 
precipitation of strains against the rib-grass ^■irus antiscnim. precipitates 
were obtained which were qualitatively indistinguishable from those of the 
rib-grass \-irus itself. Subsequent repetition of the test.'; with sera obtained 
from two other rabbits j'iclded the same results. 

Experiments were performed next in which separate portions of tobacco 
mosaic ■V'irus antiserum were absorbed ■\\ith tobacco mosaic and rib-grass 
viruses. Portions of antiserum to the rib-grass virus were treated in a 
simDar fashion. The total precipitate obtained in each absorption was 
suspended in water and analyzed for nitrogen by the Kjeldahl method. 
The results of the latter analyses indicated that about O.G as much pre- 
cipitate was obtained when the rib-grass inrus reacted with tobacco mosaic 
■virus antiserum as when tobacco mosaic ■virus reacted with an equal portion 
of the same antiserum. On the other hand, more than O.S as much pre- 
cipitate was obtained when tobacco mosaic virus reacted with rib-grass 
virus antiserum as was obtained in the homologous reaction. Thus, the 
quantitative reactions confirmed the qualitative tests which had shown 
vmequal cross-precipitation of the two strains with the appropriate anti- 
-sera. 

Precipitin tests were also made with absorbed sera and strains of tobacco 
mosaic virus, as shown in Table I. The dilutions and other conditions of 
these tests were exactlj' the same as used for previous precipitin reactions 
with unabsorbed sera. The results obtained agreed with and extended 
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tho'ie reported by Cliester (18) and by Bawden and Pine (19) in showing 
that strains of tobacco mosaic virus possess both distinctive and common 
antigens. 

In general, the serological reactions observed indicate that considerable 
information regarding strains of tobacco mosaic virus, and possibly the 
nature of antigen-antibod}’’ reactions as well, could be obtained bj' quan- 
titative serological studies, perhaps of the Heidelberger type (20), par- 


Table I 

Precipilation of Strai7is of Tobacco Mosaic Virus with Absorbed Antisera 
The signs indicate tlie degiec of precipitation. 
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ticularly if such data were coriclatcd with evidence now being obtained 
regarding the chemical comimsition of the.se unusual antigens. 

DISCUSSION 

The general composition, phj’sicochemical properties, and size and 
shape of the rib-grass virus wci’e found to agree in almost everj" respect 
with the similar properties of ordinary tobacco mosaic virus. These 
results may not, at first, appear surprising, because the rib-grass virus 
comjilctcly satisfies ever}' important criterion for classification as a strain 
of tobacco mosaic virus, and hence would lie expected to resemble closely 
the type strain. However, when it is recalled that the rib-grass virus has 
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been found to contain about 3 times as much sulfur as the type strain and 
to differ strikingly from the latter nnis in content of aromatic amino acids 
(17), the coincidence of properties of the two viruses becomes remarkable. 

The author wishes to e.vprcss his appreciation to Dr. F. 0. Holmes for 
the original supply of the rib-grass virus and to Dr. W. iM. Stanley for 
encouragement and helpful suggestions during the course of this investiga- 
tion. 


SOM.MARY 

A distinctive strain of tobacco mosaic vims, originally discovered in 
rib-gras.s, has been isolated from diseased Turki.=h tobacco and obtained 
in a highly purified state b\' differential centrifugation. The new \’irus, 
like ordinal^' tobacco mosaic \'irus, could be obtained in the form of needle- 
like paracrj’stals. Elementary’ and carbohydrate analyses gave values 
similar to those obtained with ultracentrifugallj' prepared tobacco mosaic 
\’irus nith one exception. The rib-grass \'irus contained about 0.64 per 
cent sulfur in comparison to only 0.2 per cent sulfur reported for ordinary 
tobacco mosaic nrus. Nucleic acid was separated from the protein com- 
ponent of the -^-irus and found to be of the ribonucleic acid type. 

Solutions of the xdrus were doubly refracting and examination in the 
analytical ultracentrifuge and in the electron microscope indicated the pres- 
ence of rod-like particles which in size and shape appeared indistinguish- 
able from those of common tobacco mosaic \nrus. 

Ultraviolet absorption cuiwcs were obtained for the rib-grass and tobacco 
mosaic viruses, their protein components, and their nucleic acids. There 
appeared to be little difference between the absorption cuiwes of tobacco 
mosaic and the rib-grass xdruses and of their protein and nucleic acid com- 
ponents. However, a significant difference between the two viruses was 
apparent in the band structure as obtained with the continuous light of the 
hydrogen discharge tube, particularly in the tyrosine-tryptophane region. 
This result is in accordance with the chemical data previously reported from 
this laboratory. 

Serological tests indicated that the rib-grass virus and ordinary tobacco 
mosaic virus contain common antigenic groups but, in addition, that each 
possesses distinctive groups lacking in the other. 
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CARBON SUBOXIDE AND PROTEINS 

VI. CHYMOTRYPTIC DIGESTION OF MALONY'L EGG AND SERUM 

ALBUMINS* 

By william F. ROSS .«d ANN H. TRACY 
{From Ihe Chemical Laboratory of Radcliffc College, Cambridge) 

(Received for publication, May 29, 19-12) 

Earlier studies from this laboratory' (1) have shot™ that the reaction of 
carbon suboxide, CjO:, with proteins results in the introduction of malonj’I 
residues on free a min o and phenolic hydroxyl groups . The reagent behaves 
like ketene, except that the acyl group, which it forms, cancels the positive 
charge of amino groups (+H 3 N -R), at the same tune contributing a nega- 
tive charge of its own (“OOC-CHj-CO-NH-R). The original plan of 
studying the effect of this change upon the specificity of proteolytic en- 
zymes is now under way; meanwhile we have investigated the hy’drolysis 
by chymotiypsin of two native and two malonylated albumins, hoping 
that the knowledge thus gained might aid in the clarification of the action 
of this enzyme. 

The properties of the derived proteins employed are given by the data 
in Table I. The horse serum albumin was the crystalline carbohydrate- 
free protein prepared by McMeekin’s method (2). The egg albumin was 
crystalhzed according to the method of Kekvick and Caiman (3), and the 
chjTnotrj'psin according to that of Kimitz and Northrop (4). The ex-peri- 
mental details for adding carbon suboxide to proteins and the analytical 
procedures developed for its use have already been described ( 1 ). 

It was first determined that malonylation of the native protein has no 
important effect upon the pH of optimum hydrolysis by chymotrypsin. 
The data, plotted in Fig. 1, indicate that the optimum for carbon sub- 
oxide-treated serum albumin may lie 0.5 pH unit below that for the native 
protein; this difference was respected in the experimental work, although 
it is not considered very significant. These preliminary experiments did, 
however, indicate that malonylated egg albumin is much more readily 
digested during the initial stages than is the native protein. 

This was also observed when exhaustive studies of the digestion were 
carried out (Fig. 2). During the first few hours the rate of digestion of the 
malonylated protein was several times that of the native protein, but after 
the initial stages, the gross structure of the protein having been destroyed, 

• Presented in part before the American Society of Biologieal Chemists, April 4, 
1942, at Boston. This work was supported by a grant from the Rockefeller Founda- 
tion. 
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the rates were about the .same. Tlie total hydiolysi.s of the native pro- 
tein was greater bj' an amount equivalent to 10 peptide linkages per 
molecule of 35,000.’ The diffeience became appaient only when additional 
amounts of fresh enz 3 'me were added to insure complete digestion. This 
behavior is representative of all the studies made mth the egg albumins. 

Table I 

Characlerislics of Derived Proteins 

Note that in this paper, ns well as in others of this series, CSA refers to c-arbon 
suboxide-treated serum albumin, CEA to carbon suboxide-treated egg albumin, and 
COj-EA to carbon dioxide-treated egg albumin, the number suffixed denoting the 
particular preparation. In this way CSA-6 has been employed in earlier publica- 
tions. 


1 

Preparation* | 

i 

CSA 6 

CEA-4 j 

1 

COj EA soluble 
fraction 

Original amino N per gm. atom N, mole 

0 080 

0.042 

0 042 

Reagent added per mote of reactive groups, 
moles 

3 2 

1 7 

3 3 

Total combined malonyl per gm. atom N, 
mole 

Ratio, final amino to total N 

0 080 

0 008 

0.039 

0.008 

0.042 


* All additions wore made at pH 7 5 to 7.6. 
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.14 

Scrum Afbumm 

Egg Albumin 

0 - nso 

o-neo 

2 12 
^ 10 
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K-cca 
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/A 

/ ' 

S 04 

J 02 
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6789 10 - 789 10 pH 


Fro 1. Effect of pH upon the chymotiyptic digestions of native serum albumin 
(nsa), malonjl serum albumin (esa), native egg albuinin (nea), and inalonyl egg 
albumin (cca) The time for tiic sciuni albumin expciiments was G 5 horn's, for the 
egg albumin experiments 3 5 hours 


Native serum albumin was also more completel}" degraded than malonyl 
seium albumin, the diffeience lepiesenting about 40 linkages per molecule 
of 71,000. Tlie behavior of the two foims, native and malonyl, was not 
consistent, however, as regards the initial stages of digestion. The data 
plotted in Fig. 3 show that the native piotein is more lapidl}’’ digested even 
at the beginning of the leaction; this was more frequently observed, but 
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on at least one occasion carbon suboxide-treatcd scrum albumin was more 
rapidly digested than the imtrcatcd form. 



Fio.2. Exhaustive chymoto'Ptic digestions of native (O), malonyl (X),and COj- 
treated egg albumin (®). The substrate concentration was 3.5 mg. of N perm], and 
the initial cnij-me concentration was 0.19 mg. of N per ml., subsequent additions 
being the same. 



Eig. 3. Exhaustive chjTnotryptic digestions of native (O) aud malonyl serum 
albumin (X). The substrate concentration iras 4.04 mg. of N per ml. and the initial 
enzyme concentration was 0.58 mg. of N per ml., subsequent additions being 0.30 
mg. of N per ml. 

Several factors may be involved in determining the initial digestion 
rates of the various proteins studied. It was thought that physical de- 
naturation might have taken place at the gas-liquid interface during the 
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addition of gaseous carbon suboxide to the aqueous protein solution. 
Such denaturation would be analogous to that caused b 3 ’- violent shaking 
of egg albumin solutions, which has been studied by Bull and Neurath (5) 
and by Wu and Wang (6). In order to test this possibility, a solution of 
egg albumin was treated with carbon dioxide in the same apparatus and 
under exactty the same conditions, temperature, pH, and rate of gas flow, 
as ivere used for the addition of carbon suboxide. During the purification 
of the product there was formed some insoluble material which was dis- 
carded, as all of the treated proteins thus far emploj^ed have been freely 
soluble in water near their isoelectric points. Parallel digestions of the 
soluble COa-treated egg albumin and native egg albumin failed to reveal 
any differences which might be attributed to denaturation (Fig. 2). 

Another factor which might influence the rates of digestion is the anti- 
tryptic substance of raw egg white, investigated bj'' Balls and Swenson 
(7, 8). There appears to be no evidence denoting which enzy^me of crude 
pancreatic extract this substance affects. If egg white antitrypsin should 
inhibit chymotrypsin and if some of it were still associated vith our crystal- 
line egg albumin, its removal during the preparation of malonyl egg albu- 
min or inactivation by carbon suboxide might account for the greatly ac- 
celerated hydrolysis of malonyd egg albumin. The occurrence of a similar 
trypsin inhibitor in the serum of the horse appears not to have been in- 
vestigated. 

Tlie concentrated egg white inhibitor (Preparation E) was prepared 
and its effect upon the chj'motryptic hydrotysis of casein was studied. 
Balls and Swenson found that, under their conditions, 0.04 mg. per ml. 
reduced the hy^drolysis of casein by crude pancreatin to the extent of 50 
per cent. We observed that 8.0 mg. per ml., that is 200 times as much, 
reduced the chymotryptic hydrolj'^sis of casein by only 15 per cent. Crude 
thin white of egg was also studied; its inhibitory effect upon chymotrypsin 
was of the same degree. 

The extent of the 1 hour hydrolysis of native egg albumin in the experi- 
ments of Fig. 2 is only 14 per cent of that of the malonyl protein. If this 
difference is interpreted as inhibition, the inevitably small amount of in- 
hibitor still associated with the crystalline protein has an effect equal to 8G 
per cent. This would appear to be wholly unlikety. 

Wo have therefore concluded, in regard to this behavior, that the carbon 
suboxide treatment frequently results in a partial opening up of the protein 
molecule, so that it is more available to the enzyme during the initial 
stages of digestion. The more labile state is characteristic of all our malonyl 
egg albumins but is relativel}’’ rare with the corresponding serum albumins. 
Serum albumin is generally a more stable protein than egg albumin. 

Our e.xperimental data consistently indicate that both native egg and 
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Fcrum albumins arc further liydrolyrcd bj’ chymotrypsin than are the 
rorresponding malonyl proteins. Since the final extent of hydrolysis is 
largely dependent upon the nature of the polypeptide molecules which 
ronstitute the system at this stage, this influence must be attributed to 
the presence of malonyl residues on these polypeptide chains rather than 
to the cfTect of malonylation upon the gro.=s structure of the protein mole- 
cule itself. Carbon suboxidc is known to react with phenolic hydro.xj-Is 
of tyrosine and with free amino groups. Of the tuo types of linkage thus 
formed, the first or 0-malonyl Ls slowly hydrolyzed in ncarlj* neutral 
aqueous solution even at refrigerator temperatures (9). It is much more 
unstable at 37° (Fig. 4'), so that there would be no significant amount of 
malonic acid bound to tyro«inc after the S d.ays of digestion under these 



Fio. Hydrolysis of 0-malonj’I groups in malon 5 -I serum albumin (esa) and 
0-acetyI in acetyl serum albumin (asa) under conditions of enzymic hydrolysis. 
The liberation of phenolic h 3 -dro'C 5 -l was determined bj- Herriott’s method (10). 

conditions. The effect of the carbon suboxide treatment, therefore, may 
not be attributed to malonyl groups on t 3 T 0 sine but rather to malonjd on 
lysine, where it is stable, or to malonjd bound in some other waj’’ which 
we are not in a position to consider. 

This conclusion is surprising in view of the fact that at the present time, 
chj’motrj’psin is knomi to hj-drolyze only polypeptides which contain 
tjTOsine or phenylalanine residues, such as carbobenzoxj’tjTOSjdglj'cin- 
amide (11). Lj-sine-containing substrates are attacked bj* tiypisin (12). 
The possibilitj' that our chjTnotijTpsin preparation might ha%‘e been con- 
taminated m'th trj'psin was eliminated by assays with a-hippuryUj’sinamide 

' Hj-drolysis of the 0-acetj-l group is also quite appreciable at 37° (Fig. 4). Acetyl 
serum albumin is slowlj- bj’drolj’zed at low temperatures; a preparation having 79 
per cent of the phenolic hydroxjds originally covered lost 8 per cent of its 0-acetyl 
after 27 daj's and 19 per cent after 77 days at 4° and pH 5.2. 
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which is verj’’ readily hydrolyzed b 3 ’^ tiypsin. These indicated that there 
was no trypsin present, or at the most a negligible amount. The results 
suggest that some groups other than aromatic residues are in part re- 
sponsible for the digestion of proteins by chymotrypsin. 

This idea is supported by correlating the number of linkages split ivith 
the tyrosine and phenylalanine contents of the proteins studied. About 
172 linkages are hydrolyzed per molecule of native serum albumin. The 
best available analj'ses indicate 18 tyrosine (2) and 33 phenylalanine resi- 
dues (13), giving a total of 51 to be compared wtli 172 linkages split. A 
similar incongruity is shown by normal egg albumin, in which 89 linkages 
are hj'drolyzed in contrast to 20 aromatic amino acid residues (8 t 3 'rosine 
and 12 phenylalanine) (14). 

The preliminary experiments were carried out with the collaboration of 
Dr. H. N. Christensen, to whom the authors wish to express their gratitude. 

EXPERIMENTAL 

pH Optima Tests — ^For the determination of the pH optimum for the 
digestion of the egg albumins, the concentrations of substrate and enzyme 
were 3.0G and 0.19 mg. of nitrogen per ml., respectively; for the serum al- 
bumins the respective concentrations were 4.03 and 0.58 mg. per ml. The 
solutions were 0.15 m in phosphate or borate buffers, and digestions were 
carried out at 37.5°. Throughout this work the extent of protein hydroly- 
sis was followed by determining the increase in amino nitrogen with the 
volumetric Van Slyke apparatus (Koch’s modification). 

Exhaustive Chymotryplic Digestions — ^The solutions for these experiments 
were 0.15 m in borate buffer and contained the concentrations of substrate 
and enz 3 ’-me specified below Figs. 2 and 3. Incubation was carried out at 
37.5°. Fresh ch 3 'motrypsin was added at intervals as indicated by the 
arrows. 

Studies with Egg While Inhibitor — The concentrated inhibitor, Prepara- 
tion E, was prepared from egg white (7). The crude inhibitor solution, 
which was also investigated, consisted of the thin white from three eggs 
diluted with 1 volume of O.G m phosphate buffer of pH 7.9. The solution 
contained 8.7 mg. of nitrogen per ml. 

The digests, at pH 8.0, were made up to contain 30 mg. of casein (ac- 
cording to Hammarsten) per ml., 0.25 mg. of chymotrypsin nitrogen per 
ml., and the inhibitor. The inhibitor and casein solutions were thoroughly 
mixed at 37.5° before addition of the cnz 3 mie, and digestion was continued 
for 40 minutes at this temperature. Enzyme, substrate, and inhibitor 
controls were maintained. 
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These conditions differ from those emplo 3 'ed bj' Balls and Swenson in 
their studj- of the antitrj'ptic effect, but were chosen to follow more eloselj' 
the conditions we cmploj'ed in studj-ing the exhaustive chjTnotr^'ptic diges- 
tion of egg albumin. 

The results are summarized in Table II. 


Table II 

Effect of Egg White Antitrypsin upon Chymotryptic Digestion of Casein 


1 

Inhibitor 

IncTtase in 
amino N' per 

2 ml/ 

Per cent 
inhibition 


nr. 

0.81 



0.69 

IS 


0.65t 

0.8U 

20 

0.25 " " " " “ “ “ 

0 




• Corrected for any action of chymolrypsin on inhibitor. 

t Average of four digestions. 

t Casein and the inhibitor were incubated 40 minutes at 37.5° before addition of 
the enzyme. 

Tests for Presence of Trypsin — The assaj’ of ci^’stalline chymotrj’psin 
followed the procedure of Hofmann and Bergmann (12) for studjing the 
specificitj' of ti^^psin. The concentration of a-hippurjd-Mj'sinamide 
hj'drochloride was 0.05 m.M per ml. in 0.15 m phosphate buffer of pH 7.2. 
The temperature was 40°. Hj'drol 3 'sis was followed b 3 ' titration of 
liberated carboxyl groups by the method of Grassmann and Heyde (15). 
The concentration of ch 3 Tnotr 3 'psin nitrogen was 0.2 mg. per ml., such that 
the presence of 1.2 per cent contaminating tr 3 ’psin would cause 50 per cent 
hydrol 3 ’sis in 24 hours. Enz 3 Tne and substrate controls were maintained. 

No h 3 'drol 3 'sis was observed in 21 hours, and in 52 hours only 3 per cent 
occurred. 
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DETERMINATION OF NICOTINIC ACID IN 
BLOOD CELLS AND PLASMA* 
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(From the Department of Bioehemistrp and the Department of Physiology and 

Pharmacology, Duke Unirersity Sehool of ^{edicine, Durham, hi'orth Carolina) 

(Received for publication, June 5, 1942) 

A number of chemical methods have been proposed for the assay of nico- 
tinic acid in blood (1-S). The concentration of nicotinic acid in blood cells 
is at least 10 times that in the plasma (9, 10). In general, the interpreta- 
tion of changes in the concentration of a substance in whole blood is difficult 
and dubious when the concentration of the substance in cells and plasma is 
markedlj’ different; c.g., chloride. Despite the possible ambiguity in inter- 
pretation of results, the methods described have been directed primarily to 
the anal}-sis of whole blood. 

In the assay of nicotinic acid in blood, cells and plasma are considered 
separately. The method described for the cells seems satisfactor}' with 
respect to the usual criteria; i.c., recoveiy' of added material, reproducibility 
of results, simplicity, and economy of sample. The method described for 
plasma also seems satisfactorj’ with respect to the first two requirements. 
It involves, however, more manipulations, and the quantity of plasma 
needed, at least 10 ml., will limit its use. Both procedures contain adapta- 
tions of methods that have been emploj'ed in the analysis of blood (1, 5) 
and other material (11, 12). Some data on human and dog blood are given. 

EXPERrSIENT.AL 

Assay of Nicotinic Acid in Blood Cells — 2 nol. of cells obtained from oxa- 
lated blood are placed in a 20 X 150 mm. Pyrex test-tube, and 12 ml. of 
water added. The cells and water are mixed and allowed to stand 5 to 10 
minutes. 3 ml. of 0.67 n sulfuric acid are then added, and, after mixing, 3 
ml. of 0.303 M sodium tungstate (10 gm. of Na2'W0<-2H20 per 100 ml. of 
solution). The mixture is vigorously shaken and then placed in a boiling 
water bath for 20 minutes. The contents of the tube are mixed frequently 
during the first 5 minutes, and occasionally thereafter, to prevent the pre- 
cipitate from collecting at the top of the fluid and being forced out of the 
tube. When the material is not being mixed, the top of the tube should be 
covered in order to limit evaporation. The device illustrated in Fig. 1 

* Supported in part by the International Health Division of the Rockefeller 
Foundation, the John and Mary R. Markle Foundation, and the Duke University 
Research Council. 
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senses as a convenient mixer and cover. The mixture is cooled to room 
temperature, centrifuged, and the supernatant liquid filtered through a 5 
cm., No, 501, Sargent filter paper. 

10 ml. of filtrate arc transferred to an 18 X 150 mm. Pyrex tube cali- 
brated at 20 ml. 2 ml. of concentrated hydrochloric acid are added. The 
solution is heated 1| hours in a boiling water bath. After cooling, a drop of 
alcoholic phenoiphthalein, 0.5 gm. per 100 ml., and sufficient potassium 
hydroxide solution, about 11 ii, are added to make the solution just alkaline 



Fio. 1, Mixer and cover. Mixing is effected by raising and lowering the device 
which is raiide from Pyrex glass tubing. 

to phenoiphthalein. It is convenient to adjust the alkali so that the 
addition of some convenient volume, c.g. 2 ml., will almost complete the 
neutralization, the further adjustment being made by dropwse additions 
of alkali. Tlie solution is then adjusted to about pH 5 by the dropwsc 
addition of 4 M h 3 'drochloric acid, Alkacid paper* being used to estimate the 
pH. 2 ml. of l.G M potassium dihydrogen phosphate are added. The 
solution is then diluted to 20 ml. 

The nicotinic acid in the solution is estimated by means of the color 
produced bj’ its reaction ■with cyanogen bromide and p-methylaminophcnol 

' Supplied by the Fisher Scientific Company, 
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sulfate (elon). The measurements of color are made with the Evelyn pho- 
toelectric colorimeter with Filter 400. The general details of the applica- 
tion of this reaction have been adequatelj' described (11, 12). The perti- 
nent details for the present analj’sis are the follovang. 9 ml, aliquots of 
the adjusted hydrol 3 'sate are placed in each of two colorimeter tubes. To 
one, which serves as a blank, are added 10 ml. of water and 1 ml. of 0.35 n 
sulfuric acid. To the other are added 1 ml. of cj’-anogen bromide, and, after 
heating as described (11), 10 ml. of aminophenol solution. 

The optical density of the color of the blank is subtracted from the 
optical density of the color of the treated sample. The nicotinic acid in 
the sample is estimated bj' comparing the difference obtained with the 
optical density of the color obtained from known amounts of nicotinic acid 
treated in the same fashion as the hydrolysate. 

The color of the blank is about 20 per cent of that due to nicotinic acid. 
The ideal blank would, of course, contain no color. A blank color intro- ■■ 
duces an imavoidable instrumental error, and the possibility of error due to 
reactions of the colored material with the reagents. Such reactions might 
affect the final color apparently due to nicotinic acid in all possible ways. 
The following tests indicate that the material producing the blank color 
probably does not introduce errors other than instrumental, and that the 
corrected measure of color is due to nicotinic acid. The ratio of the cor- 
rected optical density obtained with Filter 400 to that obtained with Filter 
420 was the same for the sample and nicotinic acid. The ratio of the cor- 
rected optical density of the color produced by the reaction of the test 
material and cyanogen bromide alone to that of the corrected optical den- 
sity of the color produced in the complete reaction was the same for the 
sample and nicotinic acid. Samples of the hydrolysates w'ere treated with 
Lloyd’s reagent and lead nitrate in a fashion similar to the treatment de- 
scribed below for plasma and described previohsly for other material (11, 
12). This treatment decreases the blank by about one-half. The results 
obtained bj' the more elaborate treatment w'ere practicaUj' the same as 
those obtained -with the procedure given. 

The reproducibility of results is reasonably good. The maximum differ- 
ence between duplicates was 15 per cent. The average difference w’as 
about 5 per cent. The recovery of nicotinic acid, added in the form of 
solutions of the free acid, nicotinamide, and pj’^ridine nucleotides, was 
between 90 and 100 per cent. The amount of added material was sufficient 
to increase the original concentration of nicotinic acid about 20, 50, and 
100 per cent. 

Assay of Nicotinic Acid in Blood Plasma — A protein-free filtrate is pre- 
pared from a mixture of 10 ml. of plasma plus 2 ml. of water by the treat- 
ment described under the analysis of cells. 10 ml. of filtrate are hydrolyzed 
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mth 2 ml. of concentrated hydrochloric acid for I5 hours in a 16 X 150 
mm. Pyrex tube calibrated at 12 ml. The cooled hydrolysate is diluted to 
the mark, mixed, and centrifuged. To 11 ml. of the supernatant fluid, in 
a 16 X 150 mm. tube calibrated to hold 7 ml. of solution and 0.5 gm. of 
Llo3’^d’s reagent, is added 1 ml. of appro.ximately 11 M potassium hj’^dro.xide 
solution. The alkali should be adjusted so that 1 ml. mil bring the pH of 
the hj'drolj’sate between 0.5 and 1.0. 0.5 gm. of Lloyd’s reagent is added. 
The contents of the tube are carefully mixed in order to liberate gas, and 
then mixed thoroughly by shaking. The Lloyd’s reagent is washed down 
w'ith a few drops of 0.2 n sulfuric acid. The tube is centrifuged and the 
supernatant liquid discarded. The LIo3'^d’s reagent is -washed in the cen- 
trifuge -ndth 2 ml. of 0.2 n sulfuric acid. 4 ml. of about 0.5 potassium 
h3'droxide are added to the Llo3’^d’s reagent. The materials are mi.xed 
thoroughly. 1 drop of phenolphthalein is added and followed by water 
to the mark. The supernatant fluid, collected by centrifugation, is added 
to and thoroughly mixed mth 0.3 gm. of porvdered lead nitrate. The 
alkali preferably should be adjusted so that the mixture is not quite alkaline 
to phenolphthalein after the treatment with lead nitrate. The mixture is 
centrifuged and the supernatant liquid collected. Solid tripotassium 
phosphate is added to the supernatant liquid -wdth mixing until the liquid 
is just alkaline to phenolphthalein. The supernatant liquid is collected 
by centiifugation and 5 ml. of the liquid are transferred to a tube calibrated 
at 9.5 ml. The solution is then adjusted to about pH 5 by the dropwise 
addition of 4 M hydrochloric acid, Alkacid paper being used to estimate the 
pH. 0.9 ml. of 1.6 M potassium dihydrogen phosphate is then added, 
followed by water to the mark. 4.5 ml. aliquots are transferred to each of 
tw’o colorimeter tubes and treated -with 0.5 volume of the reagents as di- 
rected under the assay in blood cells. The corrected optical density of the 
unknown is compared -ivith that produced by 0.5, 1.0, and 2.0 7 of nicotinic 
acid carried through all stages of the analysis except the treatment mth 
tungstic acid. 

The optical densities of the color produced by the nicotinic acid carried 
through as standards when compared mth the densities of the color pro- 
duced by equivalent quantities of nicotinic acid treated directly with the 
reagents indicate a lo.ss of less than 10 per cent due to the manipulations 
involved. 

The blank color is about one-third that obtained from the unkno\vn. 
The maximum difference between duplicates was 25 per cent, the average 
difference 15 per cent. Recover3’- of added nicotinic acid, nicotinamide, 
and p3’ridinc nucleotide added to the plasma was from 80 to 120 per cent. 
Considering the number of manipulations and the relatively small quantity 
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of nicotinic acid handled, the agreement between duplicates atid the re- 
coverj’ of added material are as good as may be expected. 

Comments on Procedures — The use of tungstic acid filtrates in the assay 
of nicotinic acid in blood has been proposed (1, 3, 5). "With filtrates pre- 
pared as previously described (3, 5), recoverj’’ of added nicotinic acid, 
amide, and pyridine nucleotides from blood cells was adequate. However, 
heating the precipitated material as indicated above increased the yield of 
nicotinic acid b 5 ' 20 per cent. In addition, h 3 'drolysis with 2 N hydrochloric 
acid for li hours produced the maximum final color and yielded 10 per cent 


Table I 

Concentration of Nicotinic Acid in Blood Cells and Plasma of Dogs after Intravenous 
Dosage with Nicotinic Acid 


SUte of animil 

Dom 

CoacentntloQ of mcotislc add 

Cell* 

Plaszu* 

Tiffle after do«e 

Time after dose 

.. 

0 Qua. 

30 Clin. 

60 min. 

120 min. 

30 min. 

60 min. 

120 tain. 


"Z- trrtt- 

yP^rrii. 

y fer ml. 

y ftf mJ. 

y per rtl. 

y per mi. 

yPermi, 

y per mi. 

Normal 

3 

15 

IS 

20 

20 

0 

0 

0 

tt 

10 

16 

24 

21 

17 

19 

10 

3 

"t 

10 

20 

24 

24 

21 

11 

9 

2 

"t 

10 

16 

24 

18 

19 

7 

2 

1 


12 

19 

24 

22 

19 

18 

4 

2 

tt 

16 

18 

31 

26 

22 

24 

10 

2 

Blacktongue 

10 

19 

25 

19 

23 

10 

6 

1 

tt 

10 

21 


19 

21 


3 

2 

tt 

18 

13 

29 

29 

24 

30 

25 

8 


• The values given represent the differences between the results obtained after 
dosage and the result obtained before dosage. The plasma filtrates were analyzed 
by the procedure used for the analysis of cells, as indicated in the text, 
t Received 250 mg. of nicotinic acid per day for 1 week preceding the test. 

more color than was obtained under the conditions previously described 
(3, 5). 

An attempt was made to analyze plasma filtrates in the same fashion as 
cell filtrates. Recovery of added material was reasonably satisfactory. 
However, the colors produced by the hydrolyzed plasma filtrates and cyano- 
gen bromide alone indicated quantities of nicotinic acid 3 or 4 times greater 
than the amounts indicated by the complete reaction. It is possible that 
the extra color produced with cyanogen bromide does not affect the final 
color, but it must be assumed that it does. That it probably does affect 
the final color is suggested by the fact that the results obtained with the 
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hydrolyzed filtrates directly were several times the results obtained bj' the 
procedure described above. 

Although the analysis of plasma filtrates by the procedure used for the 
cells was not satisfactorj’- for the measurement of normal levels, the proce- 
dure does serve to describe the level as affected by the ingestion of relatively 
large quantities of nicotinic acid. The initial value obtained on the plasma 
serves as a base-line. For this purpose 3 to 5 ml. of plasma, depending upon 
the amount of nicotinic acid given, were treated with tungstic acid, the 
filtrates hydrolyzed and centrifuged as described above, and the hydroly- 
sates treated as described for the assay of cells. Data obtained in this way 
are given in Table I. 

Application of the Lloyd’s reagent and lead nitrate treatment (11) to 
acid and alkaline hydrolysates of blood cells and plasma was not successful. 
Recovery of added nicotinic acid and its derivatives was low. Since this 
treatment has been applied successfully to other materials, the low recov- 
eries suggest that nicotinic acid may be destroyed when heated with strong 
acid in the presence of blood. The preparations obtained by the treatment 
of acid hydrolysates with Lloyd’s reagent and lead nitrate, charcoal (7), and 
zinc hydroxide (6) gave results for cells of the same order of magnitude as 
those obtained by the method described above. However, all of these 
treatments produced final solutions that reacted with cyanogen bromide 
alone to give colors indicating considerably more nicotinic acid than was 
indicated by the final complete color reaction obtained mth cyanogen bro- 
mide and the aminophenol. It seems possible that loss of nicotinic acid 
during hj’drolj'sis of cells may be compensated for by the production of 
color from a reaction of non-nicotinic acid material and cyanogen bromide. 

Results 

Data obtained on the cells of human and dog blood are given in Table If. 
The pellagrin was described clinically as having typical symptoms that re- 
.'^ponded to nicotinic acid therapy. The deficiency states were described 
as general with no predominating feature. Blacktongue in the dogs was 
characterized by the usual symptoms, anorexia, loss of weight, reddening 
or necrosis of the mucous membranes of the mouth, and salivation. The 
data indicate that the concentration of nicotinic acid in the blood cells is 
not affected appreciabl}’’ by the dictarj' state. This is in agreement with 
the observations that the pyridine nucleotide concentration of the cells is 
not appreciablj' affected in pellagra or blacktongue (13-15). Agreement 
between the conclusions drawn from analysis of nicotinic acid and pyridine 
nucleotides is to be expected, since, as shown b 3 ’^ the data in Table III, the 
pjHdine nucleotides account for the major portion of the nicotinic acid in 
human cells. 
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The effect of an intravenous dose of nicotinic acid on the level of nicotinic 
acid in the blood cells and plasma of normal dogs and dogs with blacktongue 
is shown in Tabic I. No differences, interpretable in terms of the defici- 
ency, were found. Similarly, it has been found that the blood and plasma 
levels of nicotinic acid in pellagra after dosage with nicotinic acid are not 
appreciably different from those of normals (9). 

Table II 


Conccniralioti of .Yi'colinic Acid in Blood Cells of Human Subjects and Dogs 


Subject 

Sute a( subject 

Ko. of subiects i 

Coucentrution of nicotiaic acid 

Mean 

Range 

Human 

X ormal 

s 

y fer nl. 

13 

■r ter rtl. 

12-15 

4C 

Pellagrous 

1 

12 


ft 

Deficiency 

7 1 

14 

12-16 

Dog 

Normal 

10 

16 

13-20 

(( 


2 

IS 

16-20 

<1 

Blacktongue 

10 

19 

13-23 


*250 mg. of nicotinic acid were given daily for 7 days preceding removal of the 
samples for analysis. 


Table III 

Concentration of Nicotinic Acid and of Pyridine Nucleotides in Human Blood Cells 


Sample No. | 

1 

, 1 

Concentration of nicotinic acid 

Concentration of pyridine nucleo* 
tides* in terms of nicotinic acid 

i 

y per nt. 1 

^ y per nl. 

1 

10 1 

i 9 

2 

9 

8 

3 

10 

9 

4 

12 

10 


* Measured as factor V (13, 16). 


The average concentration of nicotinic acid in the plasma of six normal 
human subjects was 0.3 y per ml. The range was 0.2 to 0.5 y per ml. 
These values are of the same order of magnitude as those obtained bj' an- 
other chemical method (9) and by a microbiological method (10). 

SUMMARY 

Methods for the determination of nicotinic acid in blood cells and plasma 
are described. The average concentration of nicotinic acid in the cells of 
normal man and dogs was 13 and 16 y per ml. respectiveljL The pyridine 
nucleotides aecount for most of the nicotinic acid in the human cells. The 
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average concentration of nicotinic acid in the plasma of normal, human 
subjects was 0.3 7 per ml. The concentration of nicotinic acid in the blood 
cells was not decreased in blacktongue or pellagra. 
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IN DIABETES MELLITUS 
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(Received for publication, June 17, 1942) 

The importance of pj’ru4-ic and lactic acids in intermediate carbohydrate 
metabolism has made desirable a study of the behavior of these substances 
in diabetes mellitus. A number of years ago (1) evidence was presented 
which suggested that administration of either glucose or insulin produced 
increased concentrations of lactate in diabetic blood. Other investigations 
(2-6) indicated that any effect of the injection of insulin onlj' on blood 
lactic acid in diabetes mellitus might be due to muscular activity accom- 
panjdng hjiioglyccmia. YTrile the present experiments were under waj’, 
Bueding et al. (7) reported that in diabetic subjects and depancreatized 
dogs no increase in blood pyruvate occurred following the administration 
of glucose alone, whereas increases took place after the administration of 
glucose and insulin. 

This study deals with pyruvic and lactic acid levels in the blood of dia- 
betic patients while resting and in the postabsorptive state, and with the 
changes that occur following glucose and insulin given separatelj' and 
together. 


EXPERIMENTAL 

Pyruvic acid was determined by the method recently reported from 
this laboratory (8). Lactic acid analyses were carried out by either the 
Friedemarm-Graeser (9) or Barker-Summerson (10) procedure. A modi- 
fication of the Folin method (11) was used for the determination of blood 
sugar. 

Blood drawn from one of the arm veins was imm ediately transferred to 
a test-tube containing sodium oxalate and sufficient sodiiun iodoacetate 
to make a concentration of 0.3 to 0.4 per cent of the latter. Most speci- 
mens were collected without stasis, but when there was stasis it was mini- 
mal. Preparation of the protein-free filtrate was begun 1 to 2 minutes 
after the blood w'as taken. The sulfuric acid and tungstate solutions were 
added slowly, and the mixture W'as allow'ed to stand 10 minutes before 
centrifugation and filtration. 

The diabetic subjects employed in these experiments were patients from 
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the Dhasion of Metabolic Diseases, who with two exceptions to be noted 
received their last dose of insulin 14 to 24 hours previous to the test. Most 
of them were in the process of being standardized with both plain and 
protamine-zinc insulin. In the study of the effects of glucose and insulin, 
the first blood specimen was collected when the subject had been at rest 
for at least 45 minutes and was fasting. He was kept quiet and in bed 
throughout the test. Glucose was given by mouth as a 15 per cent solution 
in amounts of 1 gm. per kilo of body weight. Specimens were then taken 
0.5, 1, 2, and 3 hours later. In the e.xperiments with insulin alone the 3 
hour blood was omitted in an attempt to avoid any increases which could 
lie attributed to increased muscular activit}’' accompanying hypo- 
glycemia (2-5). 

Two series of control experiments were also done. Pyruvate changes 
were determined in normal subjects after glucose ingestion, and variations 
in both jiyruvate and lactate were observed in diabetic subjects when 
neither glucose nor insulin was given. All subjects were non-febrile. 

Slaiislical Analysis — The effects of glucose and insulin on blood pyruvate 
and lactate were evaluated statisticall 3 L P values less than 0.05 were 
considered significant. These were computed by the methods for small 
samples according to Mainland (12) by Fisher’s table of t values (13). 
Two different comparisons were made: (a) the significance of the mean 
changes in concentration from the basal values, (6) the significance of the 
difference between mean changes in concentration of the same substance 
in two different groups. 


Results 

The mean concentration of blood pymvic acid, under basal conditions, 
for twenty normal subjects was 0.76 ± 0.173 (standard deviation), and of 
lactic acid for thirteen of this group was 8.9 ± 2.04 mg. per cent. The 
normal range for pj’ruvic acid in blood by the Bueding-Wortis method (14) 
was reported (15) as 0.77 to 1.23 (mean, 1.02) mg. per cent. Lactic acid 
\'nlues were slightlj’’ higher than those obtained when glj'colysis was com- 
plctclj' inhibited (16). With the diabetic group normal basal levels (the 
mean of the normal group ± 2 times the standard deviation) were ob- 
served for pyruvic acid in twentj^-seven of twentj'-eight subjects, and for 
lactic acid in twenty-three of twenty-five subjects studied. Bueding, 
Wortis, and Stern (15) also reported normal basal pyruvate values in 
diabetes mcllitus. 

Subject 5S with elevated lactic acid values of 17.3 (Fig. 3)* and 14.8 
(Fig. 5) mg. per cent showed impaired liver function bythebromosulfalein 

' Refers to tlic corresponding pyruvic acid value of this subject. 
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test. The pyruvate and lactate levels of Subject 6.5 were found to be 
2.65 (Fig. 3) and 35.5, and 2 weeks later, 1.98 and 20.3 mg. per cent. E\'i- 
dence of impaired liver function in this patient was provided by the sub- 
normal ratio of esterified to total cholesterol in blood serum (47 and 48 per 



Fig. 1. Blood pyruvic acid (mg. per cent) in normal subjects following glucose 
ingestion (mean values, broken line). The values for Subject 27 (c and 6) were 
obtained 3 months apart. ^ 

Fig. 2. Blood pyru’vic acid (mg. per cent) in diabetic subjects following glucose 
ingestion (mean values, broken line). The corresponding blood sugar values (mg. 
per cent) were as follows: mean values, 156, 220, 275, 300, 272; Subject 55, 130, 218, 
290, 290, 2S0; Subject 56, 90, 150, 254, 300, 232; Subject 57, 116, 178, 228, 240, 220; 
Subject 61, 165, 169, 187, 259, 270; Subject 62, 248, 346, 377, 415, 400; Subject 63, 117, 
180, 259, 235, 166; Subject 66, 146, 214, 292, 296, 240; Subject 68, 136, 205, 228, 179, 156; 
Subject 69, 168, 227, 268, 330, 315; Subject 76, 300, 352, 414, 454, 406; Subject S3, 93, 
192, 243, 295, 304. 

cent). This subject was a young female diabetic who exhibited alternate 
episodes of insulin shock and acidosis. 

The effects of administration of glucose and insulin are shown in Figs. 
1 to 5. 

Blood pjTUvate curves in normal subjects (Fig. 1) are in agreement with 
those observed by Bueding, Stein, and Wortis (17). Increases above the 
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basal levels were found to be significant at the 0.5 hour (P < 0.01), 1 hour 
(P < 0.01), and 2 hour (P < 0.02) periods. 

In the tests carried out on the diabetic subjects variations in blood 
pyruvate •were accompanied by simultaneous and similar changes in blood 
lactate. Thus it was found that ■v\dth the four groups studied the coeffi- 
cients of correlation between changes in pju'uvatc and lactate following 



Fig. 3. Blood pyruvic acid (rag. per cent) in diabetic subjects following insulin 
injection (mean values, broken line). The corresponding blood sugar values (mg. 
per cent) were as follows: mean values, 252, 244, 226. 179; Subject 48, 142, 132, 119, 82; 
Subject 49, 146, 143, 131, 96; Subject 58, 300, 300, 270, 220; Subject 65, 466, 444, 420, 
360; Subject 67, 130, 136, 130, 110; Subject 71, 248, 238, 228, 195; Subject 73, 232, 218, 
218, 178; Subject 75, 142, 150, 148, 126; Subject 78, 348, 304, 262, 170; Subject 79, 364, 
376, 331, 256. 

treatment and tlie lactate to pjTuvate ratios were as follows : no treatment 
(Table I), 0.903 and 8.9 ± 0.9; glucose (Fig. 2), 0.773 and 11.2 ± 2.3; 
insulin (Fig. 3), 0.932 and 11.5 ± 2.8; glucose and insulin (Figs. 4 and 5), 
0.912 and 12.4 ± 3.7. This close relationship has made it unnecessary to 
report all the blood lactate changes in detail. The mean lactate to py- 
ruvate ratio of 11.3 obtained for all the diabetics under observation is very 
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close to the value reported by Stotz and Bessey (18) for normal subjects 
\vitli blood lactic acid levels below 20 mg. per cent. 

After the ingestion of glucose bj’ diabetic subjects (Fig. 2), significant 
pjTuvate increases occurred at the 1 hour {P < 0.05), 2 hour (P < 0.05), 
and 3 hour (P < 0.02) periods. Yet this rise was delayed when compared 



Fio. 4. Blood pynivdc acid (mg. per cent) in diabetic subjects following simul- 
taneous administration of glucose and insulin (mean values, broken line). The 
corresponding blood sugar values (mg. per cent) were as follows: mean values, 134, 
200, 226, 220, 160; Subject 55, 116, 1S4, 20S, 246, 202; Subject 56, 95, 172, 212, 156, 91; 
Subject SS, 84, 135, 180, 212, 158; Subject 6S, 13S, 200, 169, 136, 85; Subject 70. 100, 177, 
228, 237, 134; Subject 77, 272, 332, 360, 334, 238. 

Fio. 5. Blood lactic acid (mg. per cent) in diabetic subjects following simultaneous 
administration of glucose and insulin (mean values, broken line). The sjanbols are 
identified in Fig. 4. 

with that obtained for normal subjects (Fig. 1). Thus at the 0.5 hour 
(P < 0.01) and 1 hour (P < 0.05) periods the increases for the normal group 
were significantly greater than those of the diabetics. In seven of the 
e.xperiments with diabetic subjects that included determination of both 
pjTuvate and lactate, the increases in either constituent were not sig- 
nificant. With some, the changes did not differ from those obseiwed in 
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control experiments in which no glucose w’as given (Table I) . These results 
disagree with those of Bueding el al. (7) ^Yho found no significant pyru\'ic 
acid increase, and with those of Kataj’-ama and Killian (1) who reported 
lactic acid increases, in the human diabetic after ingestion of glucose. The 
experimental conditions employed by tlie former- (7) differed in two im- 
portant details from ours, in that prior to their tests insulin waswithheld 
for 24 to 48 hours and protamine-zinc insulin was discontinued for at least 
a week. Also included in our group was one subject. No. 63 (Fig. 2), 
whose diabetes was mild enough to be controlled without insulin. The 
data presented by Katayama and Killian (1) did not show whether the 
lactie acid increases could be considered statisticallj’^ significant. 

Table I 

Variations in Fasting', Resting Levels of Pyruvic Acid, Lactic Acid, and Sugar, in 

Blood of Diabetic Subjects 


The values are given in mg. per 100 cc. of blood. 


Subject Ko. 

Constituent of blood 
analyzed 

Time intcr\’al after first blood 

0 

0.5 hr. 

1 hr. 

2 hrs. 

3 hrs. 

OG 

Pyruvic acid 

0.79 

1.02 

1.02 

1.03 

0.98 

72 

t( a 

0.95 


0.97 

1.00 

1.03 

82 

n ft 

1.04 

1.03 

0.98 

0.92 

0.92 

8-1 

ft ft 

0.92 

1.00 

1.02 

1.08 

1.04 

CO 

Lactic “ 

C.4 

8.9 

8.5 

8.4 

7.9 

72 

(( ft 

9.1 


10.4 

8.8 

11.0 

82 

ft ft 

8.9 

8.C 

8.6 

8.3 

8.5 

GG 

Sugar 

131 

139 

148 

151 

ICG 

72 

(( 

271 


25G 

250 

245 

82 

ff 

228 

232 

235 

243 

252 

81 

tf 

301 

321 

304 

299 

309 


The response of pyinvate (Fig. 3) and lactate following the injection of 
insulin varied widely. A trend toward higher values was apparent for 
the group. Yet the increases were found to be statistically not significant. 
The responses in a number of experiments were similar to those obtained 
when insulin was not given (Table I). Tlio typo of lactate and pj'^ruvate 
curves showed no relationship to tlie test dose of in.sulin (5 to 20 units; 
mean, 10) or to the rate of fall of blood sugar. The greatest rise observed 
in any subject studied was obtained in tiiree of this group. Their fasting 
blood sugar levels were 300 mg. per cent or over, and thej’’ had received 
large doses of insulin on the previous day (Subject 58, 175 units; Subject 
78, 72 units; Subject 79, 59 units). The latter had been given 10 units of 

- Ilucding, K., personal communication. 
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plain insulin 8 houre prior to the test. The absence of significant increases 
for both pyruvate and lactate, when insulin alone was given and insulin 
shock was not encountered, agrees with the work on lactate levels reported 
b 3 ' other investigators (2-6). 

WTien insulin and glucose were administered together, increases in blood 
pyruvate (Fig. 4) and lactate (Fig. 5) occurred in all the diabetic subjects 
tested. The rise was highh* significant for py^u^^c acid at the 1 hour (P < 
0.01) and significant at the 2 hour (P < 0.02) period, and highlj' significant 
for lactic acid at the same two periods (P < 0.01 for both). The test dose 
of insulin used in this series varied from 10 to 50 (mean, 20) imits. When 
-the-cETcct-of'giacose plus insulin was compared with that of glucose alone 
(Fig. 2) in the diabetic subjects studied, it was obseiwed that at 1 hour the 
increase in pj'TU\ic acid (P < 0.01) and in lactic acid (P = 0.01) was sig- 
nificantlj’ greater after glucose plus insulin. A similar comparison of 
differences in the pjTuvate rise made between the latter group (Fig. 4) 
and the normal subjects (Fig. 1) showed no statistical differences at an 5 ' of 
the four periods. The effect of insulin and glucose in producing a sig- 
nificant increase in lactate and a more rapid pjTuvate rise in the blood of 
our diabetic subjects as compared with the effect of glucose alone agrees 
with the results of the pjTuvic acid studies of Bueding el al. (7). Thej' 
reported that in both the human diabetic and the depancreatized dog in- 
sulin increased the formation of pj-ruvatc after the administration of 
glucose. A similar comparison with the observations on lactic acid of 
Kataj'ama and Ifillian (1) cannot be made, because their experimental 
procedure differed from ours in too mam- details. 

DISCU.SSIO.N 

Our data indicate that insulin in the presence of ingested glucose aug- 
mented the formation of both pj'ruvic and lactic acids in diabetes meUitus. 
This effect occurred at the same time that insulin increased the utilization 
of the ingested glucose. The values for the lactate to P 3 'ruvate relation- 
ship encountered during this time were in that range which Stotz and 
Bessey (18) suggested might be determined in large part by tissues other 
than the muscles. It Ls thus quite pos.siblc that the increase in glucose 
utilization was responsible for the rise in p 3 -nirtc and lactic acid levels. 
These considerations therefore support the .suggestion of Bueding, Stein, 
and Wortis (17) that p 3 'ruvic acid is a normal intcrmediar 3 ' ™ the metab- 
olism of glucose in man. The more recent studies of Bueding et al. (7) 
present further ertdence for these conclusions. 

The non-significant variations which followed the injection of insuli n 
alone do not necessarily exclude the possihilit 3 ’ that insulin per se is ef- 
fective in increasing p 3 TTivate and lactate formation. It ma 3 ' be pointed 
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out that an average of one-half the dose was administered compared Avith 
the amount injected when glucose was also given. The use of a greater 
amount was avoided in order to obviate any significant rise resulting from 
increased muscular activitj’. 

The difference in pyruvate response after glucose alone in our experi- 
ments and in those of Bueding et al. (7) may be due to a difference in sever- 
ity of diabetes, an explanation also suggested by Bueding.^ With our 
subjects the use of protamine-zinc insulin, a slow acting insulin, and the 
shorter period of Avithholding insulin prior to the tests maj’’ have made more 
insulin available. 


SUMMARY 

1. In the human diabetic, fasting and at rest, blood pymvatc levels 
were normal in Wenty-seven of tAvent 3 '-eight subjects, and blood lactate 
was normal in twenty-three of twentj'-five subjects studied. 

2. That a temporarj’’ rise in blood pjn-uvate follows the ingestion of glu- 
cose by normal subjects is confirmed. 

3. In a group of diabetic subjects, fasting and at rest, and deprived of 
insulin for from 14 to 24 hours, the folloAving changes in blood lactate and 
pyruvate were observed. Following glucose ingestion a delayed rise in 
blood pj-^mvate and a non-significant increase in blood lactate occurred. 
Administration of insulin in amounts insufficient to produce physical symp- 
toms of shock was followed by non-significant variations, ^^^len both 
insulin and glucose were administered, significant increases in both metab- 
olites took place. 

4. Close correlation between the rate of change in pju-uvate and lactate 
concentrations was noted. 

The author wishes to express his appreciation to Dr. John G. Reinhold 
for advice and criticism, and to the staff of the Metabolic Division for their 
cooperation. 
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(Received for publication, June 17, 19-12) 

Asparagine, the /S-amide of aspartic acid, is itidely used as a source of 
organic nitrogen in the media upon which certain bacteria and other lower 
organisms are grortTi. The greatest single demand for this substance is 
doubtless for the production of tubercuh’n, for which Long's sjTithetic 
medium (1) is commonlj’ cmploj'cd. Hitherto, much of the asparagine 
required has been imported from abroad, but, during the past 2 years, the 
substance has been difficult to obtain, although moderate supplies have 
recently appeared on the market. 

A careful re\'iew of the literature has shown that the information avail- 
able to one who wishes to prepare a supplj' of asparagine is curiously mea- 
ger, since most studies, especially those of Schulze in the period from 1880 
to 1900, deal primarilj’ rvith its physiological relationships. An article by 
Schulze and Winterstein (2) does indeed give a general account of methods 
suitable for the preparation of relative!}' small samples, but assumes a 
considerable knowledge of, and experience vith, the isolation of sub- 
stances from plants, and omits directions for the production of the etiolated 
seedlings invariably employed as a source. Mumeek (3), a few years ago, 
reviewed the physiology of asparagine, and brief accounts of the early 
literature of the substance have been given in two previous papers from 
this laboratory (4). 

The present paper is an attempt to provide the specific information neces- 
sary for the laboratory preparation of asparagine in reasonably large quan- 
tities. Little is included that was not familiar to Schulze, or even to 
Pitia (5) nearly a century ago, save details of the technique. 

experhientai, 

Sekdion of Seeds — The choice of seeds for the convenient production of 
asparagine is restricted by the availability of suitable species. Almost all 
of the information in the literature refers to seedlings of plants of the 
legume family. The classical work of Schulze was carried out chiefly with 
a number of species of Lupinus commonly grown in Europe, but few of 
these can be procured in this country at the present time. However, con- 
siderable stocks of a variety of Lupinus albus were found to be available in 
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Italian grocerj'- stores in New England under the name “lupino bean” and, 
although this seed is probably imported, some of the present work was 
carried out with it. Another useful variety of this species was stocked by 
local wholesale seedsmen.' 

A number of varieties of vetches {Vida) were studied but with no verj' 
satisfactorj' results. In manj'' cases, germination was not rapid and uni- 
form unless the seeds were treated with concentrated sulfuric acid for a 
period of 30 to 45 minutes. 

Man}'^ varieties of beans (Phaseolus) doubtless produce moderately high 
concentrations of asparagine when the seedlings are etiolated and invite 
investigation from the present point of view, but studies with these species 
have not as j^et been conducted. The soy bean {Ghjdnc hispida var. 
Black Wilson),- however, was found to be suitable for the production of 
asparagine, although the 3 ’'ields were low as compared with those from 
white lupines. 

Preparation of Etiolated Seedlings — ^The seedlings are grown in a closed 
cabinet provided with a drain for excess water and with an inlet for the mist 
of water droplets produced by a commercial air-humidifying device. Di- 
mensions are immaterial; the cabinet used in the present experiments was 
constructed of metal and was 3 feet 8 inches wide, 2 feet 8 inches high, and 
the same in depth. It was installed in a dimly lit corner of a basement 
laboratory. 

Trays were constnicted with a wooden frame and a coarse \vire mesh 
bottom and were given a coat of paraffin applied hot. Either two or three 
of them were supported over each other, suitably spaced, the lowest 
several inches above the bottom of the cabinet. 

A weighed quantity of seed .vas spread evenly on the wire mesh to form 
a laj'er often two seeds thick, and the seeds were thoroughly spraj^ed with 
water from a hose fitted with a flat shower-bath type of spraying head at 
intervals of about 2 hours for the first few days, and thereafter several 
times a daj’’ throughout the period of growth. During the night, the hu- 
midity was maintained at as near 100 per cent as possible by connecting the 
humiditying device to the cabinet in such a way that a continuous slow 
current of air cariying a mist of fine water particles was supplied. For 
rapid growth, a temperature in the range 20-25° appears desirable but no 
precise control was attempted. There should be as little exposure to 
light as possible. 

Under these conditions germination occurs within 2 or 3 days and growth 

* F. H. tVoodrulT and Sons, Inc., Milford, Connecticut. 

’ Dr. J. R. Mohler of the Bureau of Animal Industry has informed us that a variety 
of Eoy bean known as Pekin has proved satisfactory for the production of asparagine 
in their laboratory. Doubtless many other varieties may also be used. 
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thereafter is rapid. The intense crowding of the seedlings is not impor- 
tant, since they depend entirely on their own rc-«ourccs for nutriment, only 
water and air being required. The frequent spraj-ing of the seedlings 
washes the surfaces and prevents the accumulation of water in which bac- 
terial or mold growth may have started. Complete and efficient drainage 
is necessarj' to secure this. As the roots develop, they should hang free 
from the lower side of the rvire screen, although, as growth proceeds, 
those from tlie upper trays become entangled with the tops of the seedlings 
below them. Growth appears to proceed normally provided the roots arc 
kept covered with a film of moisture. 

Tabij: I 

Rale of Acatmiilalion of Asparagine in Tissues of Seedlings of Lupinus albus Groxen 
in Darkness and in Light 

At the end of 30 da3-s the etiolated plants had three small pale j-cllow leaves, in- 
vasion bj- microorganisms had begun, and the food stores were becoming exhausted. 
The plants in the light were dark green and healthj-, and n ould probablv' have grown 
for a considerablj' longer period. The data are based on anal3-ses of from twent3’ 
to thirty" heal th3' plants from which the testas had been removed as soon as the3' could 
be slipped off of the swollen cot3"Iedons. 


Time 

Fbou in 

darkness 

Phnli in light 

Dry ire'ght per 
seedUng 

Asparagine h>drate 
per ga. dry tissue 

Dr>' veleht per 
seedling 

Asparagine hydrate 
per gin. dr>* tissue 

days 


tr%. 

mmgmm 

rn. 

6 





12 





16 

0.446 

0.141 

0.44S 

0.152 

20 

0.3S3 

0.215 

0.425 

0.177 

25 

0.346 

0.249 

0 419 

0.182 

30 

0.357 

0.2S8 

0.431 

0.177 


The length of the culture period depends on the species selected. With 
soybeans, there seems little advantage in prolonging culture bej'ond about 
15 days, when the first leaflets are beginning to form (see Table HI), but, 
with white lupines, asparagine accumulation continues as long as the 
plants can be preserved in health in darkness (25 to .30 daj’s), and max- reach 
one-quarter or more of the drj- weight of the seedling tissue. Table I 
illustrates the approximatelj' steady rate at which asparagine is sjmthesized 
in the dark in contrast to the falling off in rate after 20 daj's of culture in 
light. At this point, leaf tissue has become fuUy differentiated in light, 
and the effect of photosjmthesis is shown by the sloxving up of the rate of 
loss of dry weight of the plants as compared with the behavior in darkness 
where there is no compensation for the respiration loss. As a general rule. 
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it is necessary to terminate the culture when the roots begin to darken, 
and especially if anj'- substantial number of them soften and become trans- 
lucent through the invasion of microorganisms. 

Extraction of Seedling Tissue — ^The procedure to be followed depends 
upon the equipment available. In this laboratory, the tissue, after being 
weighed, is ground in a meat grinder with the addition of dry filter paper 
clippings as necessary to enable the mill to force the somewhat slipperj’ 
material through the coarse cutting plate. The mass is then put tlirough 
the mill a second time with the use of a cutting plate with smaller holes. 
Preliminary freezing and thawing of the tissue maj’’ aid in this operation, 
or may make it possible to press out a considerable part of the juice before 
grinding is attempted. If a suitable mill is not available, the tissue may be 
cut up into short lengths and extracted rvith boiling water, as much extract 
as possible being decanted through a suitable screen. In either case, the 
mass is formed into square cakes, of convenient size folded in canvas press- 
cloth, which are pressed in a stack of two or three at a time between steel 
plates in a hydraulic press.^ The cakes are subsequently broken up, mixed 
with a moderate quantity of warm water (60°), and pressed again, and it is 
usually best to wash a second time if the highest possible yield is desired. 

The extract is heated to 80-90° with steam in order to coagulate the 
protein in solution, and is allowed to cool. The reaction is adjusted, if 
necessary, to pH G or slightl}'- below with acetic acid, and the precipitate 
is allowed to settle overnight. With soj*^ bean extracts, it is necessary to 
acidify to a faint reaction to Congo red paper (pH 4.0) in order to secure 
flocculation of the precipitate. 

The supernatant solution is decanted and filtered through a pulp filter 
covered ^\^th a thin layer of celite. The sludge obtained with soy bean 
extracts is mixed Avith a sufficient amount of filter paper clippings and 
celite to form a soft mass that can be formed into cakes and is pressed. 
The pressed residue should be washed at least once, and the extract so 
obtained is filtered together with the supernatant solution. The total 
volume of filtered extract is measured and an aliquot is removed for the 
determination of ammonia, glutamine and asparagine amide nitrogen, and 
soluble nitrogen (6). 

Isolation of Asparagine — The c.xtract is concentrated in vacuo in stills 
equipped with vapor coolers (7), or in other available rapid distillation 
apparatus. For control of frothing, the addition of a few drops of Turkey 
red oil has been found extremely useful, it being possible to operate at the 

> In tlic absence of a hydraulic press, the tissue may be wrapped in cheese-cloth 
and pressed by hand. If washed a sufTicient numI)or of times with liot water, a 
reasonably effective extraction may be thus secured, although at the e.xpensc of 
considerable labor, and with the accumulation of a large volume of solution. 
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full efSciency of the still with extracts that are otherwise unmanageable. 
Concentration is continued until the extract is reduced to a thick sirup. 
As a rough rule, the x-olume of the sirup, expressed in ml , should be about 
half the magnitude of the weight in gm. of the seeds from which the extract 
was derived. The sirup is transferred while still hot to centrifuge bottles, 
with the use of the minimum possible amount of hot water, and is then 
chilled in the refrigerator for 3 daj's, being occasionally thoroughly stirred 
to promote complete crj’stallization. Seeding with co'stals of asparagine 
has been found unnecessary in most cases. 

The crude asparagine is centrifuged off at low temperature. As a rule, 
a thick but clear supernatant solution is obtained which is carefully de- 


Table II 


Composition of Once Recryslallized Crops of Asparagine Obtained from Etiolated White 
Lupine and Soy Bean Seedlings 



Water of 
crysulliM 
tioa (theory 
12 00) 

AsS 

Nitrogen 

(lheor> 

18 66) 

Ponty 


per cent 

Per tent 

per ee^t 

Per eent 

Lupine 2 

11.96 

0 09 

18 55 

99.4 

" 3 

12 10 

0 02 

18 48 

99 1 

" 4 

12 34 

0 05 

18 67 

100 1 

" 5, first crop 

12 16 

0 19 

18 52 

99 8 

“ 5, second “ 

12 16 

0 35 

18 35 

98 7 

“ 6 and 7, first crop 

12 07 

0 01 

18 17 

97 4 

“ 6 “ 7, second “ 

12 28 

0 29 

17 51 

93 9 

Soy bean 1, first crop 

1, second 

11 96 

0 02 

18 SO 

99 2 

11 78 

0.35 

18 10 

97 1 

“ “ 2, first 

12 33 

1 19 

18 03 

96 6 

“ “ 2, second " 

12 18 

0 32 

17 72 

94 9 


canted, together with as much of the intermediate layer of brown flocculent 
sludge as possible, the sirup being allowed to drain away thoroughl 3 ^ from 
the packed crystals. The ctyatals are then washed three times successiv'elj' 
by centrifugation with about one-half their volume of ice water each time, 
the apparatus bemg kept ice-cold throughout the operations of stirring the 
crystals and draining of the wash fluid. 

Recryslalhzalton of Asparagine — The crude ciy^stals are treated with 
about 5 times theii weight of hot water and are heated on the steam bath 
at 80° until dissolved. A liberal quantitj' of nont together with about 
5 gm. of celite per liter of solution is added, and the mixture is heated at 
80° with stirring for a short period and is filtered through a pulp filter pre- 
viously heated by being washed with boiling water. The residue is washed 




50 


PHEPARATION OP ASPARAGINE 


once with a little hot water, and the filtrate, which should be perfectly 
clear although it is seldom completely free from color, is allowed to cool in 
the refrigerator overnight. It is best to stir occasionally during the crys- 
tallization to prevent the formation of a hard cake. The crystals are fil- 
tered on paper, washed with a little cold water, and then with dilute and 
finally with strong alcohol, and are dried in the air. Meanwhile the pulp 
filter and norit are thoroughly washed with boiling water, and these wash- 
ings are combined with the filtrate and washings from the main crop of 
crystals and concentrated in vaaio for the crystallization of a second crop. 


Table III 

Data Obtained During Preparation of Etiolated Lupine and Soy Bean Seedlings, 
Extraction of These, and Preparation of Asparagine 



Weight 
of seeds 

Age 

Fresh 

weight 

Extract 

volume 

Aspara- 

gine 

hydrate 

analysis 

Aspara- 

gine 

N of 
soluble 
N 

Yield 
on dry 
weight 
of seeds 

Aspara- 

gine 

hydrate 

isolated 

YitHof 
ciysUls 
on ani- 
lyticil 
result 



Sm. 


ts- 

liters 

Sm. 

per cent 


im. 

fer cent 

Lupine 1 

55.2 


0.668 

6.2 

8.46 

69.7 


8.19 

96.8 


2 

172 


2.04 

2.0 

26.05 

69.1 


24.9 

95.7 

tt 

3.... 

350 

27 

3.85 

13.6 

50.3 

66.1 

14.4 

50.2 

99.8 

(( 

4 

315 

27 

3.35 

8.9 

48.6 

68.9 

15.4 

50.6 

103.8 

tt 

5 

4195 

28 

47.12* 

50 

442.7 


12.75 



H 

5wt 




41 

91.8 


2.19 

550.2 

103 

tt 

0 


30 

17.43 

39.7 

131 

32.5 


341 

99.8 


7 


26 

23.1 

54.2 

214 

36.1 

7.13/ 



Soy bean 1.. 


15 

27.18 

64 

215.5 

47.4 

7.18 

182.1 

84.9 

tt 

” 2 

3460 

20 

36.9 

67.8 

215.9 

33.6 

6.24 

200.4 

93.2 


* Includes much testa tissue and is accordingly relatively high as compared with 
previous experiments in which testa tissue had been removed. 

t Washings of the press residue obtained in extraeting the tissue of Lupine 5. 
The high final yields in this and in the previous e.xperiment are within the limits of 
accuracy of the method employed to analyze the extract. 


Table II gives analytical results on several lots of asparagine obtained in 
this way and illustrates the degree of purity' of the material so prepared. 
Completely' pure material can be obtained by' repeated cry'stallization under 
the same conditions. 

In the present investigation, the main mother liquors and the mother 
liquors of reciystallization were worked over in order to obtain the maxi- 
mum possible yield of asparagine. For practical purposes, especially with 
material derived from soy' bean extracts, it is probably not worth while to 
attempt to secure another crude crop from the hoa\'y sirup. For e.\'ample, 
in the first e.xperiment with soy bean extract, sho^vn in Table III, the main 
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crop of recrj’stallized asparagine weighed 154.8 gm., while a further 18 gm. 
of less pure material were obtained from the mother liquor of reci^'stalliza- 
tion bj’ evaporation and the use of alcohol. From the main sirupy mother 
liquor, after a laborious process that involved treatment with norit and 
celite, concentration, and precipitation with alcohol and subsequent purifi- 
cation of the asparagine obtained, only 9.2 gm. more were secured in 
reasonably pure form. ^Mother liquors from lupine extracts may repay 
evaporation for the crystallization of a second crude crop if the evaporation 
before the separation of the first crop was not carried far enough. 

DISCUSSION 

Table III shows data obtained during several isolations of asparagine 
froiTi lupine seedlings and from soj’ bean seedlings. The first four experi- 
ments were preliminary’ small scale studies carried out in order to ascertain 
the bps* conditions for maximum j’ield. The isolation technique was 
varied from experiment to experiment and what appears to be the simplest 
procedure ip described above. Several general principles were found to 
apply. The use of alcohol to promote the separation of asparagine should 
be avoided, since it likewise precipitates a flocculent impurity, probably of 
complex carbohydrate nature, that is difficult to remove later from the 
ciy’stalliue matori,-!. Furthermore, there is no advantage in the use of 
alcohol during the i^crystallization pro\ided the temperature of the aque- 
ous solutions is kept low . In purifying crude asparagine by recrystalliza- 
tion, the temperature at which the solution is treated with norit should 
not be higher than 80°; othen\ise a flocculent impurity' may’ be precipitated 
which renders filtration slow and difficult. Filtration, especially of the 
sirupy' concentrated solutions, i.s to be avoided in favor of centrifugation 
until the material has been freed from most of the impurities. 

The high yields obtained from lupine seedlings as well as the reproduci- 
bility of the experiments indicate the special advantage of using this spe- 
cies. The extraordinarily high proportion of the soluble nitrogen in the 
form of asparagine in these extracts recalls the early work of Schulze (8), 
although it is to be noted that his even higher results refer to e.xtracts pre- 
pared from the axial organs alone, whereas the present figures refer to the 
entire seedling and, in the large scale experiments, include a great deal of 
the testa tissue that Schulze invariably carefully removed. There seems 
little doubt that the axial organs of the present lupine seedlings ydelded an 
extract that contained only’ a moderate proportion of nitrogenous material 
other than asparagine. 

The experiment on Lupine 5 illustrates the desirability’ of thorough wash- 
ing of the pressed tissue during the preliminary’ extraction. Experiments 
on Lupines 6 and 7, although unsatisfactory’ from the standpoint of aspara- 
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gine production, are most instructive. They represent seedling cultures 
carried out, the one on a painted concrete floor, the other on trays provided 
with impervious bottoms. In both cases drainage of the excess water was 
very poor and, as a result, infection of the rootlets and even of the h3'po- 
cotyls was serious. The tissues from the two cultures were worked up to- 
gether in order to ascertain the effect of this condition. The results of the 
analysis of the extracts show a greatly depressed yield of asparagine, and 
data not given indicate that considerable amounts of ammonia were pres- 
ent. The percentage recovery of such asparagine as suiwived in the two 
extracts was satisfactory, but considerable difficulty was experienced in 
obtaining pure products. Obviously this technique of preparing the etio- 
lated seedlings is unsatisfactory. 

The two experiments ivith soy beans show the marked difference of this 
species from lupines with respect to asparagine metabolism. The longer 
culture period in the second experiment, did not result in an increase in 
asparagine; on the contrary, a significantly lower proportion of the soluble 
nitrogen was present in this form, and data not given indicated the presence 
of a much increased proportion of ammonia in the extract. Furthermore, 
in sharp contrast to the behavior of lupine seedlings, extracts of soy bean 
seedlings contain substantial quantities of glutamine. In both of these 
extracts, glutamine was present in an amount equal to about one-sixth 
that of asparagine. 

In the present work, the use of basic lead acetate, invariably employed 
by Schulze to clarify the tissue extracts, has been avoided, and what is 
really a return to the early technique of Piria is advocated. Hownver, 
there is little doubt that more satisfactory solutions are secured after 
treatment of the extract with this reagent. Crystallization of the aspara- 
gine then becomes relatively easier and purification of the crude crop is 
facilitated. On the other hand, a long filtration to remove the voluminous 
lead acetate precipitate and the subsequent washing of this have been 
avoided, as well as the removal of the excess lead as sulfide or sulfate, and 
the washing of this precipitate. The volumes of solution that must be 
evaporated if lead acetate is used become formidable. It is apparent 
from the present results that there is no necessary sacrifice in yield by the 
simplified procedure and that a satisfactorily pure product can be made 
wthout undue expense. 

Through the courtesy of Professor Burkholder of Yale University, an 
examination for tliiamine of several of the lots of asparagine obtained from 
lupines has been made. Professor Burkholder reports that none of the 
samples tested gave evidence for the presence of this vitamin although most 
samples of commercially obtained asparagine contain troublesome quanti- 
ties w’hen the material is used in culture media without further purification. 
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smiMARY 

Directions are given for the production of etiolated seedlings, either of 
lupines or of soy beans, and for the extraction of the tissues and isolation 
of asparagine. It has been found possible to obtain the asparagine in good 
jdeld by direct ciystallization from the concentrated e.xtract. Clarifica- 
tion with basic lead acetate according to the classical technique of Schulze 
is unnecessarj'. The final product may be purified to any desired degree 
by recrj'stallization from water. 
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RESPIRATORY EXCRETION OF SELENIUM STUDIED WITH 
THE RADIOACTH^ ISOTOPE* 

Bt KENNETH P. McCONNELL 

{From the Department of Radiology, School of Medicine and Dentistry, The University 
of Rochester, Rochester, New York) 

(Received for pubtication, June 18, 1942) 

It is well known that the animal organism has the ability of converting 
both inorganic selenium and tellurium into volatile substances which are 
exhaled in the respiratory- gases. The nature of the volatile tellurium com- 
pound has been shown to be a methj-lated telluride, while the contention of 
Hofmeister that the exhaled selenium compound is likeyvise a methyl deriva- 
tive (1) lacks to date adequate experimental e\idence (2). The metabo- 
lism of these volatile substances is not definitely known. 

Schultz and Lewis (2) have reported quantitative studies on the excretion 
of volatile re-cpired selenium after the administration of sodium selenite. 
They found after subcutaneous injection of sodium selenite (2.5 to 3.5 mg. 
of selenium per kilo) that 17 to 52 per cent of the injected selenium was ex- 
creted within 8 hours as a volatile compound in the respiratory- gases. 
These results do not agree yyith our obsery-ations following the subcutaneous 
injection of subtoxic amounts of sodium selenate (radioselenium), in which 
3 to 10 per cent of the original dose of selenium yvas exhaled vrithin 24 
hours. 

The radioactive isotope of selenium as previously shown (3) affords an 
extremely sensitiy-e analji;ical method for studj-ing the metabolism of tracer 
amounts of this metal in the animal organism. In order to obtain informa- 
tion concerning the rate of formation and excretion of these y-olatile se- 
lenium compoimds in the intact organism, time-excretion studies of exhaled 
selenium after the administration of sodium selenate hay-e been made in rats 
\nth radioselenimn as a tagged atom. It yvas found that the formation and 
excretion of volatile selenium compounds take place shortly after the ad- 
niinistration of the inorganic selenium, and that the rate of excretion of 
these volatile substances through the lungs is more rapid during the first 
3 hours than during any subsequent 3 hour period. 

* Assisted in part by a grant-in-aid from the Rockefeller Foundation. 

This paper yvas presented before the American Society of Biological Chemists 
at Chicago, in April, 1941 {Proc. Am. Soc. Biol. Chem., J . Biol. Chem., 140, p. bocev 
(1941)). 
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EXPERIMENTAL 

Young adult, male rats were injected subcutaneously with a single sub- 
toxic dose of sodium selenate (3 to 4 mg. of Se per kilo) containing radio- 
selenium. Analyses of respiratory selenium were made on twelve animals, 
on seven of which determinations were made at various intervals totaling up 
to 24 hours, and five single determinations for the entire 24 hour period or 
the other five. 

A solution of 48 per cent hydrobromic acid and 5 per cent bromine was 
chosen as the absorbent for exhaled selenium, as it was shown by Dudley 
(4) that this solution collected volatile selenium such as hydrogen selenide, 
methyl selenide, ethyl selenide, and selenium dioxide very efficiently. It is 
quite possible that the volatile selenium exhaled by the animal is similar or 
identical to one or more of the compounds mentioned above. 

The absorption apparatus consisted of a quart jar in which the experi- 
mental animal was placed. This was connected in series with two gas ab- 
sorption chambers similar in principle to the Nichols chamber (5). Kubber 
surfaces were carefully waxed and glass connections tightly fitted irith 
rubber sleeves. A steady stream .of air was draivn through the system ivith 
a water pump. 

To the hydrobromic acid and bromine solution containing the exhaled 
selenium, a small amount of non-radioselenium was added as the bromide 
which, in turn, acted as a carrier for the radioselenium. Enough distilled 
water was then added to reduce the concentrated hydrobromic acid to 25 
to 30 per cent. The selenium was then precipitated by reducing the 
selenium bromide ivith sulfur dioxide followed by a small amount of hy- 
droxylamine hydrochloride. The mixture was allowed to stand overnight. 
Selenium was then separated by centrifuging, dissolved in a small amount 
of HBr-Br 2 mixture, and made up to a suitable volume. An aliquot was 
taken for radioactive measurements. These were made as described else- 
where (6) on a Geiger-Miiller counter of a scale of four. 

As shown in Table I, quantitative recoveries of radioselenium were ob- 
tained when selenium was added as the bromide (SeBr 2 ) to an equivalent 
amount of absorbent solution and carried through all of the e,\'pcrimental 
steps outlined above. 

Nearly all of the selenium in the experimental runs was found to be 
present in the first of the two absorption chambers. In two experiments in 
which a third absorption chamber contained concentrated H 2 SO 4 instead of 
HBr-Br 2 , small amounts of radioselenium (an average of 3.G per cent of the 
total) were found. It appears therefore that practically all the selenium 
cxlialed by the e.xperimental animal was absorbed in the HBr-Br 2 solution. 
The preparation of sclcnic acid and its sodium salt has been described (3). 
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Table I 
Recovery Studies 

Average net count represents the nvemge count per minute (minus background) 
times a dilution factor. In Experiments 1,2, and 5, a known amount of radiosclenium 
equivalent to the amount in the corresponding control was added to a hydrobromic 
acid-bromine solution containing 10 mg. of non-radiosclenium which acted as a 
carrier for radiosclenium. The selenium was then precipitated and the radio- 
activity of the precipitate determined as described above. In Experiments 3 and 4, 
radiosclenium as the bromide was added to the first of two absorption chambers 
which contained hj'drobromic acid-bromine solution and the system aerated for 
24 hours. Radiosclenium was then isolated separately from the two chambers, and 
the radioactixdty measured as before. Experiments 3a and 4a represent the counts 
obtained in the first absorption chamber, while Experiments 3b and 4b represent 
counts found in the second chamber. The small amounts of radiosclenium found 
in the second absorption chamber were probably carried over from the first chamber 
by mechanical means. 


Experiment No. 

Average net count 

Average deviation 

Control (counts added) 

17.4 

1.40 

1 (Counts found) 

18.5 

1.20 

2 *' “ 

19.0 

1.00 

3a " 

as} 

0.27 

3b 

1.20 

4a " “ 

■?:?) - 

0.90 

4b “ 

0.60 

Control (counts added) 

5 (Counts found) 

7.0 

6.7 

1.10 


DISCUSSION 

The rate of respiratory excretion of selenium over a 24 hour period i.s 
•shotvn in Fig. 1. It will be noted that 3 to 10 per cent of the original do.se of 
selenium was exhaled in 24 hours. It is obtdous that the initial rapid rise in 
the time-excretion curve followed by a leveling off indicates that during the 
first 6 hours after injection the rate of respiratory' excretion of selenium is 
more rapid than during the following 18 hours. 

The administered percentages of selenium exhaled in 24 hours for various 
time intervals during the 24 hour period are shown in Fig. 2. It was found 
that, during the first 3 hours, an average of 50 per cent of the total selenium 
exhaled in 24 hours was exhaled, followed by an additional 25 per cent 
(average) in the next 3 hours. It thus follows that approximately 75 per 
cent of the total amount of selenium exhaled in 24 hours was excreted during 
the first 6 hours. 

A careful survey of the literature reveals very little information concern- 
ing the metabolism (site and mode of formation) of the volatile selenium 
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compound or compounds that are readily produced in the animal organism 
follo^^•ing the administration of inorganic selenium. It is of interest in this 
connection to note, as observed in previous distribution studies (3), that 
peak concentrations in liver and lung were reached at 2 hours and ^ hour 
respectively, and that these peak concentrations both in liver, which was the 
greatest of any tissue e.xamined, and lung occur at a time when the rate of 
respiratory excretion of volatile selenium is at a maximum. It may well be 
that small amounts of selenium are mobilized in the liver more than in any 
other tissue for detoxication purposes, inasmuch as it is commonly stated 
that manj’- detoxication processes do take place in the liver. Furthermore, 
the garlic odor characteristic of volatile selenium can be unmistakabl}' dc- 
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Fig. 1 Fig. 2 

Fig. 1. The rate of respiratory exeretion of selenium after subcutaneous injection 
of sodium seJennte. ® represents a single 2t hour determination. 

Fig. 2. Per cent of total selenium exhaled (ordinate) at various time intervals 
measured in hours (abscissa) after the subcutaneous injection of sodium sclenatc. 

tected in minced liver 2 hours after the injection of .sodium selenate. k 
.seems likely, in view of the foregoing, that the greater part of the ad- 
ministered inorganic selenium that is excreted through the respiratory tract, 
is first mobilized in the liver where reduction and possible methylation take 
place. Then the formed volatile selenium compounds diffuse into the blood 
and are carried to the lungs where they are eliminated from the organ in the 
respiratory gases. The possibility that volatile selenium compounds may 
be formed in the kidney, gastrointestinal tract, or elsewhere, of course can- 
not be entirely eliminated. 

Schultz and Lewis (2) have reported a quantitative e.xcretion of -volatile 
selenium, using a colorimetric method for the determination of selenium and 
concentrated H:SOi as the absorbent for volatile respiratory gases. These 
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workers found that after subcutuneous injection of sodium sdcnilc, 17 to 52 
per cent of the administered selenium was excreted by way of the lungs 
within 8 hours. Respiratorj' excretion values presented here after ad- 
ministration of sodium sdenale are 3 to 10 per cent of the original dose in 
24 hours. 

On the basis of weight, sodium sdcnilc has been shown by Franke and 
and Moxon (7) to be more toxic to the rat when administered intraperi- 
toneally than sodium selenate.^ Of interest is the fact that selenite, the 
more to>dc of the two inorganic compounds, is excreted as a volatile sub- 
stance through the lungs in greater amounts than the less toxic selenate. It 
would appear that sodium sdcnilc by virtue of its intrinsic properties (more 
reduced state, less stability, and greater to.xicity) is more readilj' converted 
into volatile substances and is eliminated by waj’ of the respiratory tract 
not only at a faster rate, but in greater amounts than is the more stable 
sodium selenate. 

A report by Westfall and Smith (9) affords evidence to support the con- 
tention that sodium selenate follows different metabolic routes than does 
sodium selenite. After intravenous administration of sodium selenate, 
selenium appeared in fractions similar to those which occurred when sodium 
selenate was added to normal mine. 85 per cent of the selenium was found 
in an inorganic form, presumably selenate. However, when sodium selenite 
was administered in the same manner, only 15 per cent of the excreted 
selenium appeared in the same fractions as when added in vitro, while 80 
per cent appeared in the ethereal and neutral sulfur fraction. These results 
were interpreted as evidence that there was a rapid “working over” of 
sodium selenite. The fact that 45 and 30 per cent of the injected dose was 
excreted in the urine in 24 hours, for sodium selenate and sodium selenite 
respectively (9), further substantiates the contention that selenate and 
selenite follow quantitatively different metabolic routes in the animal 
organism. 

It is obvious that there is at present a need for the identification of the 
volatile substances which appear in the respiratory gases after the ad- 
ministration of inorganic selenium. With the discovery' of the nature of 
these substances, progress will be made toward a more complete under- 
standing of this particular phase of selenium metabolism which is very ob- 
scure at the present. 

SUMMARY 

With radioactive selenium as a tagged atom, time-excretion studies of ex- 
^ haled selenium were made on rats after subcutaneous injection of sodium 

‘ For a discussion concerning the relative toxicity of the various selenium com- 
pounds see Painter (8). 
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selenate. It was found that 3 to 10 per cent of the original dose was exhaled 
within 24 hours, and approximately 75 per cent of this amount was excreted 
during the first 6 hours. 

The relation of these findings to selenium metabolism and deto.xication is 
discussed. 

The author wishes to expi’ess his appreciation to Dr/Hobert E., Sealock 
and Dr. William F. Bale for their helpful advice and criticism throughout 
this investigation. The author would also like to thank Dr. J. P. Lambooy 
for his aid in the constiTiction of the absorption chambers. 
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The first to investigate stereochemical selectivitj' of esterases was 
Dakin (1) who, after treating racemic esters of mandelic acid with liver 
enzyme, observed optical activity of the products of hj'drolysis. Maj'er 
(2), Neuberg and Rosenberg (3), and later Abderhalden and Weil (4) made 
similar observations with gh’cerides as substrates. The early literature 
on the subject is comprehensively collected by Rona and Ammon (5) and 
recently by Bamaim and Ammon (6). 

Recent investigations indicate that the bulk of the natural fats is com- 
posed of mixed trigl 3 'cerides (7). This tji5e of substitution produces an 
asjnnetric /3-carbon atom. The resulting enantiomorphism should have 
some agnificance in biological processes invoh-ing natural fats. As 
materials for investigation, pure opticallj' active glycerides are needed. 
In a recently published review (8) we have pointed out that the possibilitj' 
of isolating such individual glycerides from natural sources seems remote 
at the present moment. The alternative approach to obtaining enantio- 
morphs of known constitution and configuration is bj- synthesis. Methods 
of sjmthesis developed in this laboratory' during the past several years (8) 
have now made available pure optically active glj'cerides for enzymatic 
studies. 

The simplest substrates for enzymatic investigation are the optically 
active a-monosubstituted glycerol derivates. A considerable difference in 
the rate of hydrolysis of the indmdual or-glycerophosphates by phos- 
phatases has been reported previously (9). Unlike the a-glycerophos- 
phates, a-monoglycerides of aliphatic acids, however, show a great tendency' 
to undergo acyl migration (10). Consequently, we have employ'ed sub- 
stituted a-monobutyrins in which acyl migration was made impossible, 
either by acetonation of the adjacent hydroxy'ls (the resulting acetone 
compound being stable against alkali but sensitive to acid), or by' methyla- 
tion (y-ielding ethers stable towards both alkali and acid). The present 
paper reports the results obtained with the methylated a-monobutyrins. 

To prepare the two enantiomorphic dimethyl ethers of d(-i-)-a-buty'ryl 
glycerol (I) and f(— )-o!-buty'ryl glycerol (II), considerable preparative 
work had to be done which is elucidated by Table I. 
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The method for the preparation of compounds (I) and (II) is in principle 
the same as that for the preparation of the corresponding optically active 

Table I 


Preparation of Enanliomorphic Dimethyl Ethers of d{+)-a-Butyryl Glycerol and 

Z(— ) -a-Butyryl Glycerol 


575 gm.* mesquite gum 

1 


4' 

164 gm. Z-arabinose (11) 

1 


4* 

47.5 gm. Z-mannonolactone (12) 


i 65% 


33.5 gm. Z-mannitol (13) 

d-Mannitol 

i 70% 

1 

51.1 gm. triacetone Z-mannitol (13) 

Triacetone d-mannitol (14) 

i 47.4% 

1 

17.8 gm. 3,4-acetone Z-mannitolf 

3,4-Acetone d-mannitol (15, 16) 

i 54.7% 

1 

12.7 gra. tetramethyl -3, 4-acetone Z-manni- 

TetramethyI-3, 4-acetone d-man- 

tolf 

nitol (15) 

i 85% 


9.2 gm. 1,2,5,6-tetramethyl Z-mannitolf 

1,2,5,6-Tetrnmethyl cZ-mannitol 

i 57% 

(16) 

5.15 gm. dimethyl-Z-glyceraldchydef 


i 64.4% 

Dimethyl-cZ-glyceraldehydef 

3.6 gm. Z-Q;,/3-dimcthyl glycerol 


i 79.2% 

d-a,/9-Dimcthj'l glycerol 

4.52 gm. dimethyl ether of <Z(-b)-a:-butyryl 


glycerol (I) 

Dimethyl ether of Z(— )-Qr-butyryl 

CH j • 0 • CO— CHj— CHr- CH, 

glycerol (II) 

1 

HjC • 0 • CO— CHr-CHj— CH, 

CH,.0-CH 

1 

1 

HC-O-CH, 

CHrO-CH, 

1 

(I) 

H,C-0-CH, 


(ID 


* The quantities for obtaining (II) from the commercially available d-mannitol 
are not mentioned because they are just the same as those given in the corresponding 
steps to prepare (I). 

f A new substance made according to the prescription of Irvine and Paterson for 
the cnantiomorph (15). 

J Usually the dimetlo'l-d-glj'ceraldehyde and dimothyl-Z-glyccraldelo'de were not 
isolated as the pure substances, but the crude products obtained n-ere reduced imme- 
diately to the corresponding dimethyl glycerols. 

acetone glycerols. Tlie optical classification of (I) and (II) was established 
according to the same principles as were used in elucidating the classifica- 
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tion of the acetone compounds (17) and vrill be more readily understood 
if the formulas in our previous papers (13, 18) are consulted. In using 
these formulas one only needs to substitute four methyl groups for the two 
isopropj'lidene groups. 

The descriptions in the e.xperimental part are given briefl 3 ’', since the 
techniques emploj’ed follow the general methods described in our previous 
publications. 

The action of the serum and liver lipases from rabbit, guinea pig, mouse, 
and rat on substrates (I) and (II) was investigated. The progress of the 



Fig. 1 Fig. 2 

Fig. 1. The action of serum and liver lipases of the rat on substrates (I) and (II). 
Curve I represents graphically the rate of hydrolysis of the dimethyl ether of d(+)- 
a-butyryl glycerol and Curve II that of the dimethyl ether of Z{—)'a-butyrj’l glycerol. 
The solid lines indicate hydrolysis by serum lipase; the dotted lines, hydrolysis by 
liver Upase. 

Fig. 2. The action of serum and liver lipases of the guinea pig on substrates (I) 
and (11). The curves have the same significance as those in Fig. 1. 



Fig. 3 Fig. 4 

Fig. 3. The action of serum and liver lipases of the rabbit on substrates (I) and 
(II). The curves have the same significance as those in Fig. 1. 

Fig. 4. The action of serum and liver lipases of the mouse on substrates (I) and 
(II). The curves have the same significance as those in Fig. 1. 

enzymatic hydrolysis was followed by continuous titration at a definite 
pH (19). The results are ^ven in Figs. 1 to 4. 

Under the conditions specified in the experimental part, considerable 
differences in the speed of hydrolysis of compounds (I) and (II) have been 
foimd in several instances. It has to be emphasized that these differences 
usually vary with changing conditions {e.g., substrate concentrations). 
Experiments carried out in this laboratory with the enantiomorphic acetone 
oi-butyrins showed also significantly large differences in the speed of hydro- 
lysis. Results of these experiments will be reported later. 
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The methylated glycerides do not constitute a material likely to occur 
in nature and were chosen only to avoid acyl migration. No further ex- 
periments were carried out, as we felt that the results obtained were suffi- 
cient to strengthen our concept that enantiomorphic forms of glycerides 
may behave differently towards enzymes. 

EXPERIMENTAL 
Preparation of Substrates 

3 ,4- Acetone l-Mannitol — This substance was prepared by acid hydrolysis 
of triacetone Z-mahnitol according to the method of Irvine and Paterson 
(15) for the preparation of 3,4-acetone d-mannitol, but the modification 
of Fischer and Appel (16) was used. 51.1 gm. of triacetone Z-mannitol 
yielded 17.8 gm. (47 per cent) of 3,4-acetone Z-mannitoI, m.p. 85-86.5°. 

CsH.sO* (222.14). Calculated. C 48.65, H 8.20 
Found. “ 48.84, “ 8.24 

Optical Rotation — In water, 1 dm. tube, c = 4.23, ap = —1.25°, Wd = —29.6°. 

Tetramethyl-3 ,4-acetone l-Mannitol — ^This was prepared according to 
the method of Indne and Paterson (15) for its enantiomorphic form, by 
methylation of 3 ,4-acetone Z-mannitol with silver oxide and methyl iodide. 
17.8 gm. of 3,4-acetone Z-mannitol yielded 12.2 gm. of tetramethyl-3, 4- 
acetone Z-mannitol (54.7 per cent), b.p. (9 to 10 mm.) 132-134°. 

CijH-eO* (278.2). Calculated. C 56.12, H 9.40 
Found. " 55.90, “ 9.39 

Optical Rotation — In water, 1 dm. tube, c = 3.33, etc = —1.30°, [or]” = —39.0°. 

1 ,2 ,6 ,6-Tetramethyl l-Mannitol — ^This compound was prepared by acid 
liydrolysis according to the method of Irvine and Paterson (15) for the 
preparation of its enantiomorph. 12.7 gm. of tetramethyI-3,4-acetonc 
Z-mannitol .yielded 9.2 gm. of tetramethyl Z-mannitol (85 per cent), b.p. 
(9 to 10 mm.) 152-157°. 

CioHj-O, (238.2). Calculated. C 50.42, H 9.30 
Found. 50.24, " 9.55 

Optical Rotation — In water, 1 dm. tube, c = 3.94, ao = -(-0.52°, Md = +13.2". 

l-cc,3-Dimcthyl Glycerol. Preparation of Dimcthyl-l-glyccraldchyde — To 
a solution of 9.2 gm. of 1 , 2 , 5 , 6-tctramethjd Z-mannitol in 200 cc. of dry 
benzene were added 17.2 gm, of lead tetraacetate and the solution was 
stirred for half an hour at room temperature. After addition of 50 cc. of 
dry ether, the lead diacetate was centrifuged off and the aldehyde solution 
was carefully concentrated as completely as possible with the use of an 
efficient fractionating column. The residue was rcdissolvcd in 40 cc. of 
ether and the precipitate of lead salts was filtered off. The ethereal 
solution was concentrated by slowly running it into a small distilling flask 



E. BAER AXD H. O. E. FISCHER 


G5 


immersed in a bath of 40-60“. The remaining impure dimethylglyceralde- 
hyde distilled at 37-42“ under 8 to 10 mm. of Hg preiv^ure (bath tempera- 
ture 60-80°), jdelding 5.15 gm. (57 per cent) of dimethj-l-f-glyccraldeh3'de. 

The reduction of dimethA’l-l-glyceraldehyde was carried out immediately 
after the substance was obtained. 

Reduction to l-a , ^-Dimethyl Glycerol — To a solution of 5.15 gm. of freshl}’’ 
prepared dimethj'1-Z-glj’ceraldehj’de in 40 cc. of eth}’! acetate saturated 
with water were added 3 gni. of Ranej'’s nickel catab'St. The substance 
was reduced at room temperature in a rotating autoclave with a glass 
container at an initial pressure of 80 atmospheres of hj'drogen. After 
addition of a further 3 gm. of nickel catalj'st, the reduction was continued 
for 2 daj’s more. WTien the reduction was complete, the catalyst was 
centrifuged off and washed several times with ethji acetate. The com- 
bined filtrates were dried -with potassium carbonate and concentrated with 
the aid of a fractionating colunin. The residue was distilled in the vacuum 
of a water pump. Yield, 3.6 gm. (68.7 per cent) of pure Z-a, /3-dimethyl 
glycerol,* b.p. (7 mm. of Hg) 65-66° (hath 75-85°), nl^ = 1.4232. 

CsHi-Oi (120). Calculated. C 50.0, H lO.OS 
Found. “ 50,25, “ 10.24 

Optical Rotation — (a) In homogeneous substance, 1 dm. tube, d” = 1.02S, cco = 
4-4.90°, (oId = 4-4.8°. (6) In water, I dm. tube, c = 13.65, = —0.92°, [n]o = 

-6.7°.s 

Dimethyl Ether of d(,+)-a-(ri-Butyryl) Glycerol (7) — ^To a mixture of 3.6 
gm. of Z-dimethyl glycerol and 3.9 gm. of diy- quinoline, 3.18 gm. of n-but3'- 
tyd chloride w’ere added little by little, with occasional cooling, and the 
preparation, which soon solidified, was kept for 24 hours at room tempera- 
ture. After dilution with 50 cc. of ether, the solution was washed succes- 
sively three times with 5 cc. of 5 n sulfuric acid (saturated with sodium 
sulfate), twice with 4 cc. of saturated sodium sulfate solution, and once 
with 4 cc. of sodium bicarbonate solution. The ethereal solution was 
dried with sodium sulfate and concentrated. B3' fractional distillation 
of the residue in the vacuum of a water pump, 4.52 gm. (79.2 per cent) of 
anal3’tically pure butyryl ester were obtained, b.p. (8 mm.) 94.5-95.5°, 
jj2i.s _ i.4igg^ = 1.4208. The substance is readily soluble in water. 

C,H,sO, (190). Calculated. C 56.8, H 9.5 
Found. ** 56.8, “ 9.5 

Optical Rotation — In homogeneous substance, 0 5 dm. tube, — 0.988, ap = 
4-2.91°, [alB = 4-5.9°. 


* The gh’cerol was free from traces of aldehyde, as no reduction of ammoniacal 
silver nitrate solution could be observed, 

* A similar reversion of rotation was observed for the acetone gB’cerols ((13) and 
(18) p. 469). 
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d-a, ^-Dimethyl Glycerol. Preparation of Dimethyl-d-glyceraldehyde~Ths 
dimethyl-d-glyceraldehyde was prepared as described above for Its isomer. 
11.4 gm. of 1 ,2,5,6-tetramethyl d-mannitol yielded 6.2 gm. of dimethyW- 
glyceraldehyde (twice fractionated), b.p. (8 mm.) 38.5-39.0° (bath 45-50°). 

CjHioOa (118). Calculated. C 50.8, H 8.5 
Found. " 50.65, " 8.58 

Optical Rotation — In benzene, c = 10.71, 1 dm. tube, ap = +10.5°, [alp = +9S.0°. 

Reduction to d-a ,0-Dimethyl Glycerol — Prepared according to the direc- 
tion for its isomer given above, 6.0 gm. of dimethyl-d-glyceraldehyde 
yielded 4.52 gm. of d-dimethyl glycerol (74 per cent), b.p. (8 mm.) 67.2- 
67.4°, < = 1.4218. 

CjHijOj (120). Calculated. C 50.0, H 10.08 
Found. “ 50.19, “ 10.08 

Optical Rotation — (a) In, homogeneous substance, 1 dm. tube, dj* = 1.028, ap = 
—4.88°, [o]d = —4.75°. (5) In water, c = 14.15, 1 dm. tube, ap = +0.96°, (alp = 
+6.8°.’ 

Dimethyl Ether of l{—)-oi-{n-Butyryl) Glycerol — ^This substance ivas 
prepared by the method described above for its isomer; 4.52 gm. of d-di- 
methyl glycerol yielded 5.88 gm. (82 per cent) of dimethyl ether of !(-)- 
butyryl glycerol, b.p. (8 mm.) 93.5-94°, = 1.4202. 

C,HuO, (190). Calculated. C 56.80, H 9.55 
Found. ” 56.71, “ 9.34 

Optical Rotation — In homogeneous substance, 1 dm. tube, rfj’ = 0.988, ap = 
-5.96°, Wp = -6.0°. 


Enzymatic Investigations 

Substrate Solutions — All enzymatic e.xperiments were carried out ivith 
0.04 M aqueous solutions’ prepared by dissolving 0.760 gm. of the dimethyl 
ethers of Z(— )-a-butyryl glycerol and d(-+)-a-butyryI glycerol in distilled 
water and making up to 100.0 cc. The substrate solutions remained un- 
altered for several days if kept in an ice box. The hydrolysis of butyric 
esters in the absence of enzyme and at a pH of 7.2 during the experiment 
is so slight that it is not necessary to subtract a blank value. 

Source of Enzymes — Blood serum and aqueous liver extract from guinea 
pigs, mice, rabbits, and rats were used. The sera were prepared in the 
usual way, the guinea pig serum being diluted -with 1.5 volumes of water 
before use. 

The liver e.xtracts were made as follows: Immediately after the animal 
was killed by means of a blow on the head and then cutting the jugular 

> The difficulties encountered when emulsions were used were avoided, because the 
substrates are sufficiently soluble in water to give solutions. 
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vein, the liver vras removed and ground with 5 times its weight of water. 
The suspension was allowed to extract for 15 hours in the refrigerator. It 
was then centrifuged. The extracts were so active that dilutions of 10 
parts of water for guinea pig liver extract, 15 parts of water for mouse liver 
extract, 30 parts of water for rabbit liver e.vtract, and 10 parts of water 
for rat liver e.xtract had to be employed to keep the hydrolj-sis running at 
a suitable rate. 

Enzymatic Hydrolysis — ^The progress of the hydrolysis of the enando- 
morphic butjiic acid esters, (I) and (If), by the various preparations of 
lipases was followed by the method of continuous titration (19),< at pH 
7.2 in a bath of constant temperature (37°). After 10.0 cc. of 0.01 ii sub- 
strate solution, colored with 4 drops of an aqueous solution of phenol red, 
were brought to 37°, the experiments were started by adding 0.2 cc, of 
.cerum® or liver extract. Immediately on addition of the enzyme to the 
substrate solution, 0.01 n sodium hydroxide was dropped into the reac- 
tion mixture at a speed which maintained the color of the mixture, the 
same as that of a buffered comparison solution (14.0 cc. of ir/15 secondary 
sodium phosphate plus 6.0 cc. of m/15 primary potassium phosphate plus 
6 drops of a phenol red solution) at pH 7.2. Readings were taken every 
2 minutes for 20 minutes. During this period the line showing the rate 
of hydrolysis remains straight (i.e., the initial rate was maintained). 

The racemic dimethyl ether of a-butyryl glycerol was not obtained in 
the same state of puritj' as that of enantiomorphic forms, since it had to 
be synthesized in a different way. For this reason the hydrolysis curves 
of the racemic compound were only approximately equidistant from those 
of its enantiomorphic forms. Although they served the purpose of con- 
firming the other curx'es, there seemed no object in including them in 
Figs. 1 to 4. 


STJMM.ABT 

The dimethyl ethers of d- and f-a-butjrin have been sjmthesized from 
d- and Z-mannitol. 

Serum lipase of rats and guinea pigs and liver lipase of rabbits were found 
to hydrolyze the enantiomorphs with a considerable difference in velocity. 
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The mechanisms which have been suggested for the metabolism of 
pyruvic acid in animal tissues have been based mainly on experiments 
with tissue slices or breis. The purpose of the present investigation was 
to attempt to facilitate the study of p 3 'ruvate metabolism b}' the prepara- 
tion from animal tissues of a cell-free enzyme which could decarboxj'late 
pj"ru\dc acid. As a working hj'pothesis, the assumption was made that 
the enzyme sought was a diphosphothiamine-protein compound (1); and 
pig heart was chosen as the starting material because of its high thiamine 
content (2). By thus using bound diphosphothiamine as a tracer, we were 
able to obtain an enzjTne preparation which decarboxj-lated a-keto acids 
anaerobicallj' (3). In the presence of this enzj-me, pjTuvic acid formed 
acetoin and COj, a-ketobutj-ric acid formed propioin and COj, and a-keto- 
glutaric acid formed succinic semialdehj'de and CO 2 . Added acetaldebj'de 
and propionaldehyde reacted with both pjTuvic acid and a-ketobutj-ric 
acid in the presence of the enzjTne to form various acj’loins in which part 
of the molecule was derived from the aldehj'de and part from the a-keto 
acid. The enzjme preparation also acted slowN upon acetaldehj'de alone 
to give acetoin. All these enzjTne activities were found to depend upon 
the presence of diphosphothiamine. 

Methods 

In the initial search for the enzjTne, no attempt was made to follow 
enzjTne acti\Ttj'. Various extractions and fractionations were tried with 
the object of separating a diphosphothiamine-protein complex. Bound 
diphosphothiamine was determined as the increase in free diphospho- 
thiamine after denaturation of the protein bj' boiling. The protein moietj- 
of j'east carboxylase, supplemented with magnesium ions and pjTuvate, 
served as an assay sj'stem for free diphosphothiamine (4). Experiments 
on minced pig heart muscle indicated that most of the bound diphospho- 
thiamine was associated with the insoluble protein fraction. Bj' applica- 
tion of one of the methods previously described for concentrating the 
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SO called insoluble enzymes of heart muscle (5), we were able to obtain a 
preparation which catalyzed the anaerobic decarboxylation of pym\ic acid. 

Unless otherwise specified, the following procedure was employed for the 
preparation of the enzyme for further study. Fresh pig heart muscle was 
minced twice in a coarse meat grinder and washed five times with 10 
volumes of water. 80 gm. of the pressed out nunce were mixed in a Waring 
blendor with 40 cc. of 0.5 m /8-glycerophosphate buffer, pH 6.0, and 240 gm. 
of crushed ice. After 10 minutes of homogenizing, the suspension was 
centrifuged. The cloudy supernatant fluid was decanted and mixed with 
0.5 volume of crushed ice, and 10 per cent acetic acid was added cautiously 
to pH 4.6. The precipitate was rapidly centrifuged in the cold, and evenly 
resuspended in a mixture of 10 cc. of 0.5 m phosphate buffer, pH 6.0, and 
2 cc. of 0.5 u NaHCO^. The final volume was about 20 cc. The final 
pH was 6.0. 

All tests on the enzyme were conducted at 38°. CO 2 evolution was 
measured in Warburg vessels in an atmosphere of 95 per cent Nj-S per cent 
CO 2 , or 95 per cent O 2-5 per cent CO 2 , or in air. When O 2 was present, 
controls to measure O 2 consumption were run with KOH in the center cup. 
The values for O 2 consumption were usually veiy small or negative. In 
general, the gas used had no effect on the reactions, which were all found 
to be completely anaerobic. 

Bisulfite-binding titrations were run according to the method of Clift 
and Cook ( 6 ). Acetylmethylcarbinol %vas determined as nickel dimethyl- 
glyoxime according to Stahley and Werkman (7). In the e.\-periment cited 
in Table II, pyruvate was determined by measuring the CO 2 liberated by 
Ce ( 804)2 oxidation ( 8 ). Acetaldehyde was determined by aerating a 
trichloroacetic acid filtrate for 90 minutes at 38°, trapping the acetaldehyde 
in bisulfite solution, and titrating the bound bisulfite. Propionaldchyde 
was measured similarly except that the aeration was continued for 2 hours. 

The a-ketoglutaric acid was prepared according to Neuberg and Ringer 
(9), o.xalacetic acid according to Wohl and Oesterlin (10), a-kctocaproic 
acid according to Schoenheimer and Ratner ( 11 ), and phenylp 3 ’’ruvic acid 
according to Shemin and Herbst (12). Pyruvate was prepared according 
to Wendel (13). 


Results 

To obtain the ma.ximum rate of decarboxydation of the substrates, the 
following components were necessary: (a) enzyme, (5) magnesium or man- 
ganese ions, and (c) diphosphothiaininc. These facts are demonstrated 
in Table I in wdiich the CO 2 evolved in 1 hour was measured with all com- 
ponents present and with one component left out. In the studies of the 
various reactions, the enzyme was therefore routinely supplemented with 
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lVlg++ and diphosphothiamine. At the same pH, the enzj'me system had 
greater activity in phosphate buffer than in citrate buffer (see below). 

Dccarboxylalion of a-Kdogluiaric Add — ^\\Tien the enzjTne sj'stem was 
allowed to react with a limited quantitj' of a-ketoglutaric acid, approxi- 
mately 1 molecule of CO- was liberated for each molecule of substrate added 
(Fig. 1). The original bisulfite titration remained virtually xmchanged 
during the course of the reaction. For e.xample, in three experiments 
86,90, and 101 per cent of the original bisulfite titration were obtained after 
the COj evolution had proceeded to completion. The reaction product 
reduced methylene blue in the presence of xanthine aldehyde oxidase of 
milk. It was identified as succinic semialdehyde (formylpropionic acid) 
by isolation of the 2,4-dinitrophenylhydrazone derivative. 

Tabm I 

Components of Catalytic Systems for Decarboxylation of Pyruric and a-Ketoglularic 

Acids 

The complete system contained 2 cc. of enzyme, 0.1 cc. of 0.5 per cent MgSO,, 
0.2 cc. of 0.1 per cent diphosphothiamine, and 0.2 cc. of 1 vi substrate. The total 
volume of the fluid in the manometer vessels was made up to 3.0 cc. with water. The 
experiment was carried out in 93 per cent N., S per cent CO.. 



I COj in 60 rain. 


PjTumc add 

c-Kelos!aUnc 

ftQd 



e vin. 

Complete system . 

1 230 

2S2 

Without diphosphothiamine ... 

52 j 

61 

“ magnesium . 

110 , 

9S 

" substrate 

0 ■ 

0 

With boiled euzjTue ... 

! ® 

0 


The decarboxylation of a-kctoglutaric acid proceeds, therefore, according 
to the equation 

COOH-CH.-CH.-CO COOH COOH-CH.-CH.-CHO -h CO- 

Decarboxylalton of Pyruvic Acid — When pjTuvate was added to the 
enzyme, and the reaction was allowed to go to completion, approximately 
1 molecule of CO. was formed for each molecule of pyruvate added, pro- 
vided the initial concentration of pyruvate was not too high (Fig. 2). Ko 
acetaldehyde could be detected. The reaction product did not reduce 
methylene blue in the presence of xanthine oxidase. The bisulfite titration 
gave irregular values because of the rapid drift in the first iodine end-point. 
The reaction product was identified as acetoin (acetylmethylcarbinol; 
3-hydroxj'-2-butanone) on the basis of the following evidence: (a) a positive 
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reaction in the Voges-Proskauer test ivith creatine and alkali (14), (b) the 
formation of nickel dimethylglyoxime after oxidation Avith FeCh, and (c) 
the isolation of the 2 , 4-dinitrophenylosazone of acetoin. 



Fig. 1 Fig. 2 

Fig. 1. The CO2 equivalence of a-ketoglutaric acid. The additions in each ma- 
nometer vessel were 2 cc. of enzyme, dialyzed overnight against m/7 citrate buffer, 
pH 6.0, 0.2 cc. of 0.5 m phosphate buffer, pH 6.0, 0,1 cc. of 0.5 per cent MgSO*, and 0.1 
cc. of 0.1 per cent diphosphothiamine. The final volume was made up to 3.0 cc. with 
water. E.vperiment I, substrate = 0.1 cc. of 0.057 m a-ketoglutarate; CO- evolved = 
125 c.mm., theoretical COj evolution = 128 c.mm. Experiment II, substrate = 
0.2 cc. of 0.057 M a-ketoglutaratc; CO2 evolved = 250 c.mm., theoretical COj evolu- 
tion = 254 c.mm. 

Fig. 2. The COj equivalence of pyruvic acid. The additions in each manometer 
vessel were 2 cc. of enzyme, dialyzed overnight against m/7 citrate buffer, pH 6.0, 
0.2 cc. of 0.5 M phosphate buffer, pH 6.0, 0.1 cc. of 0.5 per cent MgSOj, and 0.1 cc. of 
0.1 per cent diphosphothiamine. The final volume was made up to 3.0 cc. with water. 
Experiment I, substrate = 0.1 cc. of 0.038 m pyruvate; CO- evolved = 92 c.mm., 
theoretical CO2 evolution = 85 c.mm. Experiment II, substrate = 0.2 cc. of 0.038 
M pyruvate; CO2 evolved = 164 c.mm., theoretical CO2 evolution = 174 c.mm. 


Quantitative studies showed tliat pj'ruvatc disappearance was equiva- 
lent to CO 2 production and that the moles of acctylmethylcarbinol formed 
were half as great as the moles of pyruvate which disappeared. Tlie et'i- 
dence for these statements is given in Table II. The equation for tlie 
reaction may, therefore, be written 

2 CH,-CO-COOII -» CH,-CO-CIIOH CH, -f- 2 CO- 
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Decaiioxylalion of a-Ketohuiyric Acid — The product of decarboxylation 
of a-ketobutyric acid •was identLBed as propioin by forming the 2,4-dinitro- 
phenylosazone. By analogy •v\-ith pjTUvate, the reaction probabl}' pro- 
ceeds according to the equation 

2CH,-CHj.CO-COOH -> CH,-CH,-CHOH-CO-CH,-CH, 2CO, 

Action of the Enzyme on Acetaldehyde — ^Because a-ketoglutaric acid 
underwent simple decarbox3'lation, it seemed possible that acetaldeh3-de 
and propionaldehj'de might be intermediaries in the formation of acetoin 
and propioin, respectivelj’. The action of the enzjme on these aldehj'des 
was therefore tested. Acetaldehj’de was indeed found to imdergo con- 
densation to acetoin. No reaction was observ'ed if the enzjme was boiled 

Table II 

Balance Sheet for Decarboxylation of Pyruvate 
The theoretical values for the ratio of Columns 4:3 and of Columns 6:3 are 0.50 
and 1.00 respectively. All concentrations are expressed in equivalents of c.mm. of 
COj. 


XnlUtl 
ajsoozit of 
pyruvite 

(1) 

■Evtal 1 

vnouat of 
pyruvate 

(2) 

Pyruvate ^ 
dUappearaoee 

(3) 

Acetoin ] 
formtioa 

(4) 

RaUo 

«) 

0) 

(5) 

COj ' 

production 

(6) 

mtio 

(6) 

(3) 

(7) 

ejnm. 

c.mm. 

c.mm. ' 

cmm. 


c.mm. 


16,960 

3760 

13,200 

6180 




12,480 

5630 

6,850 





16,960 

5100 

11,860 






427 

210 



202 

0.96 

639 

294 

345 



304 

0.88 

639 

289 




300 

0.86 

Average .... 

0.48 


0.90 


or if diphosphothiamine was not added to the sj'stem. The rate of forma- 
tion of acetoin from acetaldehj'de at pH 6 was, however, too slow to account 
for the complete disappearance of acetaldehj'de if it were the first product 
formed in the decarboxj’lation of pj'ruvic acid. Furthermore, propional- 
dehj'de was not attacked bj' the enzjme. Crotonaldehj'de and acetone 
likewise were inactive. If, however, an aldehj'de was added to the enzjme 
in the presence of an a-keto acid, a marked effect was observed and the 
aldehyde could readilj' be proved to enter into the reaction. 

Action of the Enzyme on Pyruvate and Aldehyde — ^The data in Table III 
show that the rate of evolution of CO2 from pj'ruvate and acetaldehj'de 
together was about 4 times that obtained ■with pj'ru\'ic acid alone. The 
product of the reaction was acetoin. Quantitative determinations of CO. 
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evolved, acetoin formed, and pyruvate and acetaldehyde removed during 
the course of a typical experiment are summarized in Table IV. The 
figures show that after correction for the acetaldehyde which disappears 
and the acetoin which is formed in the absence of added pyruvate, the 

Table III 

Influence of Acetaldehyde on Hale of COi Evolution from Pyruvic Acid 
The additions to the manometer vessels were 2.6 cc. of enzyme, 0.1 cc. of 0.6 st 
pyruvate, 0.1 cc. of m acetaldehyde, 0.1 cc. of 0.1 per cent diphosphothiaraine, and 
0.1 cc. of 0.5 per cent MgSO^. The total volume of fluid was made up to 3.0 cc. with 
water. The gas was 95 per cent Nj, 5 per cent COj. 



CO, 


10 min. 

20 min. 


c.mm. 

cmw. 

Enzyme system -f pyruvate + acetaldehyde 

145 

298 

Without acetaldehyde 

35 

70 

“ magnesium 

90 

191 

" diphosphothiamine 

18 

36 

“ pyruvate.. 

0 

0 

With boiled enzyme 

0 

0 


Table IV 

Balance Sheet for Reaction of Pyruvate and Acetaldehyde 
The changes in concentrations of reactants are expressed in all cases in equiva- 
lents of c.mm. of COs. The theoretical value is based on the COj output. 



Observed 
change in con- 
centration 

Per cent of 
theory 

COj evolution. . . 

+764 


Pyruvate disappearing 

-732 

90 

Acetaldehyde disappearing in presence of pyruvate 

-1259 


" “ “ absence “ " 

-590 


“ “ due to reaction with pyruvate 

-069 

1 88 

Acctylmcthylcarbinol formed in presence of pyruvate and 



acetaldehyde... . .. 

+802 


Acctylmcthylcarbinol formed in presence of acetaldehyde 



only 

+160 


Acctylmcthylcarbinol formed duo to reaction between 



pyruvate and acetaldehyde.. 

+642 

84 


acetoin formation, the acetaldehyde disappearance, and the pyruvate 
disappearance correspond approximately to the COj evolution. The 
reaction is therefore described by the equation 

CH,-CO-COOH -f CH.-CIIO -» CH,-CO-CHOH-CII, + CO, 
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^\^len propionaldehyde, butiTaldehyde, or aldol ■was substituted for 
acetaldehyde, the rate of COj evolution ■was 4.7, 3, and 4 times greater, 
respectively, than that found ■with pyruvate alone. 

A quantitative study was made of the reaction between pjnivate and 
propionaldehyde. This reaction was more satisfactor}- from the analj-tical 
standpoint than that between pjTuvate and acetaldehyde, since propional- 
dehyde alone was not attacked by the enzjTne and no corrections were 
necessary for the action of the enzyme on propionaldehyde alone. In a 
typical experiment, 1090 c.mm. of COj ■were produced, while pjTuvate and 
propionaldehyde equivalent to 1100 and 1070 c.mm. of CO; respective!}' 
disappeared from the reaction mixture. Thus for 1.0 mole of CO* formed, 
1.0 mole of p}Tuvate and 0.98 mole of propionaldehyde disappeared. The 
product of the reaction was isolated as the 2,4-dinitrophenylosazone and 
identified as either propionylmethylcarbinol or acetylethylcarbinol. The 
reaction may therefore be ■written either 

CHrCO COOH 4- CH, CHj CHO -* CH,-CO-CHOH-CH.-CH, + CO, 
or 

CH,.CO-COOH + CH,-CH,-CHO — CH,-CHOH-CO-CH,-CH, + CO, 

Action of the Enzyme on Aldehyde and a-Ketobulyric Acid — ^The addition 
of acetaldehyde or propionaldehyde to a-ketobut}'ric acid markedly in- 
creased the rate of CO; evolution as sho^wn in Table V. The products 
were identified as the 2,4-dinitrophenylosazones. From acetaldehyde 
and a-ketobut}Tate, either propionylmethylcarbinol or acetylethylcarbinol 
was obtained. From propionaldehyde and a-ketobut}Tate, propioin was 
obtained. Therefore, the reactions may be described by the follo^wing 
equations, either 

CH,-CH,-CO-COOH + CH.CHO CH,-CO-CHOH-CH,-CH, + CO, 
or 

CH,-CH,-CO-COOH -i- CH,-CHO CH, CHOH-CO-CH,-CH, + CO, 
and 

CH,.CH,.CO-COOH -i- CH,-CHi-CHO -► CH,-CH,-CO-CHOH-CH,.CH, + CO, 
Identification of Reaction Products 

Succinic Semialdehyde — A large scale enz}Tne mixture was made up of 
100 cc. of enzyme, 10 cc. of 0.5 si a-ketoglutarate, 5 cc. of 0.5 per cent MgSOr, 
and 5 cc. of 0.1 per cent diphosphothiamine. This mixtmre was incubated 
at 38° for 4 hours. At this time, the theoretical amount of CO, had been 
evolved as indicated by a manometric determination on an aliquot of the 
mixture incubated simultaneously. The mixture was deproteinized by 
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addition of an equal volume of 5 per cent trichloroacetic acid. The clear 
filtrate was made 2 n -with respect to HCl and mixed -with 200 cc. of 0.5 
per cent 2,4-dinitrophenylhydrazine in 2 n HCl. After a few hours at 
room temperature, the precipitate was filtered off and washed mth 2 x 
HCl and water. After two recrystallizations from hot water, the deriva- 
tive melted at 196-197°, and showed no depression of the melting point 
when mixed with the 2 , 4-dinitrophenylhydrazone of succinic semialdehyde 
prepared synthetically (15). Both derivatives were identical in color and 
crystalline form. 


ATialysis — CioHioOeN^ 

Calculated. C 42.55, H 3.55, N 19.86 

Found. " 42.78, 42.49, “ 3.84, 4.10, " 20.13, 20.08 

Table V 

Decarboxylation of a-Ketobutyrate 

The system was composed of 2.5 cc. of enzyme, 0.1 cc. of 0.5 per cent MgSOi, 
and 0.1 cc. of 0.1 per cent diphosphothiamine. The amount added of both o-ketonie 
acid and aldehyde was 0.1 cc. of m solution. The experiments were carried out at 
pH 7.2 in phosphate-bicarbonate buffer and in 95 per cent Nj, 5 per cent COi. 



COi in 60 roin 

System -b «-ketobutyrate 

1 c tnm 

1 438 

“4- “ -f acetaldehyde 

858 

"4- " -f propionaldehyde.. 

1020 

" (minus diphosphothiamine) -f- a-ketobutyrate 4* pro- 


pionaldehyde. . . • 

204 

System (enzyme was boiled) -f a-ketobutyrate -f- propion- 


aldehyde 

0 

System -f pyruvate -f acetaldehyde 

528 


Acetoin — The 2 , 4-dinitrophenjdosazone of acetoin was isolated from the 
reaction mixture obtained by incubation of the enzyme system wth (a) 
pyruvate as the only substrate, (6) pyruvate and acetaldehyde as the 
substrates, and (c) acetaldehyde as the only substrate. The results, 
except for yields, were identical; hence onlj'^ one typical experiment is 
reported. 

The reaction mixture consisted of 100 cc. of enzyme, 5 cc. of m pjmuvnte, 
10 cc. of M acetaldehyde, 5 cc. of 0,5 per cent MgSO^, and 5 cc. of 0.1 per 
cent diphosphothiamine. After 4 hours incubation at 38°, an equal vol- 
ume of saturated ammonium sulfate was added and the mixture was 
heated to 90°. The precipitate was removed rapidly by suction filtration; 
excess acetaldehyde was thereby boiled off from the filtrate. The water- 
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clear solution -was distilled practicallj' to dryness, and the distillate was 
made 2 n wth HCl and mixed wth 1.5 volumes of 0.5 per cent 2,4-dinitro- 
phenylhydrazine in 2 x HCl. The solution was heated on a steam bath 
for 2 hours, cooled, and filtered. The precipitate was washed e.xhaustively 
in turn with 2 n HCl, hot water, and hot 95 per cent alcohol. After several 
reciystallizations from hot pyridine or preferably nitrobenzene, the melting 
point (decomposition point) was constant at 315°. The osazone was 
identical with that of sjmthetic acetoin in color, crj-stalline structure, and 
melting point; there was no depression of the mixed melting point. Ciy^s- 
tals of both the sjmthetic and natural osazones were browm when obtained 
from pyridine, and light orange from nitrobenzene. Both gave a purple 
color with alcoholic KOH and no color with aqueous NaOH. 

Analysis — Sample dried at 100° and 1 mm. over PiOi 

CiiH„N,0,. Calculated. C 43.04, H 3.16, X 25.11 
Found. " 44.24, “ 2.86, " 25.32 

From the identification, of.the osazone, it is clear that the original product 
was either acetoin or diacetyl, since both would give the same derivative. 
On the basis oflhe following etidence, however, the product was identified 
as acetoin and not diacetyl: (a) The time necessary' for the precipitation 
of the product with 2,4-dinitrophenylhydrazine was typical of osazone 
formation rather than hj’drazone formation. Diacetyl precipitated with 
the reagent immediately at room temperature, whereas the decarboxylation 
product and acetoin required several days at room temperature or § to 
1 hour on the steam bath. (5) In the Voges-Proskauer reaction, the color 
wras produced slowly as with acetoin rather than rapidly as with diacetyl. 
(c) Nickel dimethylglyoxime was not precipitated unless the decarboxyla- 
tion product was first oxidized with ferric chloride, (d) The decarboxyla- 
tion of pyruvic acid proceeded in the absence of oxj'gen; theoretically, 
diacetyl could not be formed without a simultaneous oxidation. 

Propioin — ^The isolation of the 2,4-dinitrophenylosazone of propioin 
followed the previously described procedure for acetoin in which the dis- 
tillate from the deproteinized reaction mixture was heated for 2 to 3 hours 
with an excess of 2,4-dinitrophenylhydrazine in 2 n HCl. The product 
was recrystallized from nitrobenzene. The derivative obtained from the 
decarboxylation of a-ketobutyric acid alone was identical with that obtained 
from the a-ketobutyric acid-propionaldehyde reaction; the jdeld in the 
latter case was much greater. Both derivatives were identical in every 
way with the osazone of synthetic propioin (16). The melting point 
(decomposition point) was 280° and there was no depression on mixing. 

Analysis — CiiHuNiOi. Calculated. C 45.56, H 3.82, N 23.62 
Found. “ 45.93, ■' 3.85, “ 23.43 
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Mixed Aajloins — The product of the reaction of pyruvic acid and pro- 
pionaldehyde was isolated as the 2,4-dinitrophenylosazonc derivative 
prepared by the same procedure as that previously described for acetoin. 
After several recrystallizations from nitrobenzene, it had a constant melt- 
ing point (decomposition point) at 270-271°. It was found to be identical 
with the 2,4-dinitrophen3dosazone of s.vnthetic propionjdmethjdcarbinol 
(17) in color (deep orange), crystalline structure, and melting point and 
there was no depression of the mixed melting point. 

Analysts — Sample dried at 100° and 1 mm. over PjOs 

CitHuNsOs. Calculated. C 44.34, H 3.51, N 24.34 
Found. “ 45.17, “ 4.11, " 24.30 

The identification of this osazone establishes the original product as either 
propion.Ylmethylcarbinol or acetjdethylcarbinol but does not distinguish 
between them. 

The osazone obtained from the a-ketobutjTic acid-acetaldehyde reaction 
was identical also with the osazone of synthetic propion 5 dmethylcarbinol. 
The melting point (decomposition point) was 270-271° and there was no 
depression of the mixed melting point. This osazone apparcntl.y con- 
tained a small amount of the acetoin derivative. 

/Inall/sis— C itHijNsOj. Calculated. C 44.34, H 3.51, N 24.34 
Found. “ 44.15, " 3.37, “ 24.73 

Voges-Proskauer Rcaclioti—Tho colors obtained in the Voges-Proskauer 
reaction provided a rapid means of identifjdng the products of the reaction, 
and these were confirmed with the sj'iithetic ac 3 doins. The solutions to 
be tested contained between 50 and 200 y of substrate in 1.5 cc. and this 
was mixed with 2 cc. of 40 per cent sodium h 3 'droxide and 0.1 cc. of 5 per 
cent creatine. The solution was shaken vigorously until maximum color 
was obtained. Acetoin gave a maximum cherr 3 "-red color in 5 minutes, 
propion 3 dmethylcarbinol a purple color in 10 to 15 minutes, and propioin a 
pale olive-green color in 20 to 30 minutes. 

PYoperlics of the Enzyme 

Source of Enzyme — Of all the tissues tested, pig heart muscle proved to 
be the most satisfactor 3 ' source of the enzyme. Active preparations could 
be obtained, however, from pigeon brea.st muscle, rabbit skeletal muscle, 
rabbit liver, pig liver, and pig kidne 3 ’', as determined b 3 ' CO 2 evolution 
from pyruvic acid and the appearance of a positive Voges-Proskauer re- 
action. 

Stability of Enzyme -The 3 ’icld of enz 3 ’me from pig heart varied and 
seemed to bo lower if the hearts were frozen. The activity of the enzyme 
preparation was maintained unimpaired for about a week at 0°. Substi- 
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tution of phosphate or citrate bufifer for /S-gh-cerophosphate in the original 
extraction resulted in preparations of little or no activity. At the acid 
precipitation stage considerable loss of activity occurred if the temperature 
^vas not kept low. 

Kxposure of the enzjTne to temperatures above 50° led to rapid inactiva- 
tion. For e.xample, 1 minute at 50° led to 15 per cent inactivation, 1 
ainute at 70° to 100 per cent inactivation of the pjTuvate system. 0.01 ii 
malonate, 0.002 .m iodoacetate, 0.0001 m cupric sulfate, 0.002 m arsenite, 
0.01 11 sodium fluoride, 0.05 per cent sulfanilamide, and a saturated solution 
of capiyl alcohol had no appreciable inhibitory action on the decarboxjda- 
tion of pjTuvate. 

The enzyme preparation had no action on oxalacetic acid, mesoxalic 
acid, a-ketocaproic acid, or phenylp 3 'ruvic acid; the latter two were tested 
with added aldehj'des without effect. 

Though most of the experiments were carried out at pH 6.0, thede- 
carboxj’lation of both piimvic acid and a-ketoglutaric acid took place over 
a pH range of 6 to 8. The formation of acetoin from acetaldehj'de alone 
was 2 to 3 times greater at pH 7.4 than at pH 6. It did not take place 
above pH 8. 

In the presence of pyruvate or a-ketoglutarate, the rate of CO* evolution 
decreased verj' little nith time but continued almost linearlj* for 4 or more 
hours. This is in striking contrast to the behaiior of j-east carboxj'lase. 
The insensitivitj' of the animal enzjTne to copper also differentiatesitfrom 
the yeast enzjTne. 

R6le of Diphosphoihiamine — As alreadj' shonm in Table I, the enzjme 
preparation found to be most satisfactory' required the addition of diphos- 
phothiamine and of magnesium or manganese for maximum actmtj'- If 
the acid precipitation was carried out at pH 4.8 to 5.0 instead of at 4.6, 
the preparation (which did not separate clearlj' on centrifugation) did not 
show an increased rate of CO; production from pyruvate on addition of 
diphosphothiamine. Furthermore, exhaustive washing of the original 
muscle mince did not reduce the bound diphosphothiamine. It seems, 
therefore, that the coenzyme is bound to the protein and is not dissociated 
to a significant extent at phj'siological pH values, but that some dissocia- 
tion occurs at pH 4.6. The precipitate obtained at this pH, however, 
shows some activity' without added diphosphothiamine, and also contains 
some bound coenzyme. 

To obtain a preparation which showed no activity in the decarboxylation 
of pyruvate unless supplemented with diphosphothiamine, the enzyme 
preparation at the acetic acid precipitation stage (pH 4.6) was allowed to 
stand at 0° for 6 hours. 3 volumes of cold water were added. The precip- 
itate was then centrifuged off and resuspended as usual in the phosphate- 
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bicarbonate mixture. Fig. 3 shows the relation between the rate of CO2 
evolution from pyruvic acid and the concentration of diphosphothiamine 
in the reconstructed system. The maximum rate was reached with a final 
concentration of 2 y of diphosphothiamine per cc. Thiamine could not 
be substituted for diphosphotliiamine. 

The procedure adopted for splitting the pyruvic enzymes led to consid- 
erable Joss of activity, and tJie preparations were completely inactivated 
toward «-ketoglutaric acid. To retain catalytic acti^dty wth a-keto- 
glutaric acid, contact with the acetic acid solution had to be reduced to a 
maximum of 10 minutes at pH 4.S. After two precipitations under these 



micrograms diphosphothiamine 
in ^cc. 



in 5 cc. 


Fig. 3 Fig. 4 

Fig. 3. Dependence of CO; evolution on concontmtion of diphosphothiamine in 
reconstrueted pyruvate system. Each manometer vessel contained 2 cc. of heart 
enzyme, 0,4 cc. of 0.1 m pj-ruvate, 0.2 cc. of m acetaldehyde, and O.I cc. of 0.5 per cent 
hlgSO). Water was added to a fin.al volume of 3.0 cc. 

Fig. 4. Dependence of CO 2 evolution on concentration of diphosphothiamine in 
reconstructed a-kctoglutarate system. Each manometer vessel contained 2.5 cc. 
of heart enzyme, 0.2 cc. of 0.5 m a-kctoglutarate, and 0.1 cc. of 0.5 per cent MgSOj. 
Water was added to a final volume of 3.0 cc. 


conditions, the preparation showed no activitj' with a-ketoglutaric acid in 
the absence of added diphosphothiamine. Fig. 4 shows the relation be- 
tween the rate of CO; evolution from a-ketoglutaric acid and the concen- 
tration of diphosphothiamine in the reconstructed system. Ma.ximum 
reaction velocity was attained when the concentration of diphosphothi- 
amine was 300 7 per cc. as compared to the 2 7 per cc. required bj' tlie 
pyinvic enzyme. Thus the ease of combination of the prosthetic group 
with the protein is very different for the two systems. This observation 
suggests that the two enzymes are not identical. 

Tliat the condensation of acctaldelmlc to acetoin is due to a third dis- 
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tinct though similar enzj’me is indicated by the fact that preparations from 
heart muscle have been obtained which showed no diphosphothiamine effect 
on the decarboxj’lation of pyruvate or a-ketoglutarate, but which were 
inactive in condensing acetaldehj'de unless supplemented with diphos- 
phothiamine. The dependence of the acctaldehj'de-condensing enzjTne, 
which may be referred to as aldehj'de ketolase, on diphosphothiamine is 
shown in Table VI. For maximum activity, about 30 7 of diphospho- 
thiamine per cc. were required. 

R6le of Certain Inorganic Ions — Besides diphosphothiamine, the P 3 'ru^’ic 
enzjTne also required a divalent cation. The complete removal of the 
metal component from the enzjTne was technicall 3 ' more difficult than the 
removal of the diphosphothiamine. The acetic acid precipitation and 
resuspension in the buffer mixture had to be repeated at least three times 

Table VI 

Components of Acetaldehyde-Condensing Enzyme 


The additions were 10 cc. of enzjme and 0.8 cc. of ji acetaldeh 3 'de. The final 
volume was made up to 15 cc. The experiment was carried out for 3 hours at 38°. 
Acetoin was estimated as nickel dimethylglyoxime. 


£iu}Tae 

Boiled enzyme 

Dipbojpho- 

thUoune 



Nidcel 

dlraethylgb'ox- 

ime 



y 



mg. 

+ 

0 

4000 

' 0 

+ 

7.5 

+ 

0 

4000 

0 

0 

0 

0 

-f 

4000 

0 

-b 

0 

+ 

. 0 

0 

0 

-b 

0 

+ 

0 

400 I 

0 

-b 

7.2 

+ 

0 

40 

0 

+ 

1.5 

-b 

0 

0 

4000 

+ 

0 


before the rate of CO 2 evolution from p 3 'nivatc in the absence of added 
divalent cations approached zero. As a re.sult of this drastie treatment, 
much of the original enzyme activit 3 ' was destro 3 'ed. In a t 3 'pical experi- 
ment, the split enz 3 me plus p 3 "ruvate, acetaldeh 3 'de, and diphosphothia- 
mine gave 10 e.mm. of CO 2 in 1 hour. VTien 30 y of magnesium per cc. 
were added, 52 c.mm. of CO 2 were obtained; and when 30 y of manganese 
per cc. were added, 58 c.mm. of CO 2 were obtained in 1 hour. A concen- 
tration of 3 7 per cc. of magnesium or manganese gave rates about 80 per 
cent as high as those obtained with 30 7 per cc. 

Both inorganic phosphate and areenate showed a stimulating effect on 
the activit 3 ' of the decarbox 3 ’lating en^mes. In the e.xperiment recorded 
in Table VII, the enz 3 me was prepared in the usual manner except that 
the acid precipitate was suspended in citrate buffer at pH 6.0, and diab'zed 
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against 0.25 m citrate buffer. Inorganic phosphate was completel}’’ re- 
moved, but the enzyme retained its activity. The addition of phosphate 
had an accelerating action, though its presence was not essential for ac- 
tivity. 


‘Table VII 

Stimulating Effect of Inorganic Phosphate on Decarboxylation of Pyruvic and 

a-Kctoglutaric Acids 

The following were the additions in each manometric run: 2 cc. of enzyme 
dialyzed e.xhaustively against 0.25 m citrate buffer, pH 6.0, 0.1 cc. of 0.5 per cent 
MgSO<, 0.1 cc. of 0.1 per cent diphosphothiamine, and 0.1 cc. of m a-ketonic acid. 
The phosphate and arsenate buffers were adjusted to pH 6.0. 


Substrate 

Additions 

COs in 60 min. 

Pyruvate 

None 

c,tnm. 

164 

it 

0.2 cc. 0.5 M phosphate 

264 

It 

0.2 “ 0.05 " “ 

180 

" 

0,2 “ 0.5 " arsenate 

255 

«-Ketoglutaratc 

None 

186 

It 

0.2 cc. 0.5 M phosphate 

278 


Table VIII 

Acetoin-Forming Enzyme of Veast 


The additions were 15 cc. of enzyme (split or unsplit), 2.4 cc. of 0.1 m pyruvate, 
1.2 cc. of M acetaldehyde, 1 cc. of 0.1 per cent diphosphothiamine, and 1 cc. of 0.5 
per cent MgS04. The final volume was made up to 23 cc. with water. 


Split cnz>Tnc 

> Ms 

1 

Dlphospho- 
1 thiamine 

Thiamine 

Unsplit 

enzyme 

Pyruvate 

Ace tab 
dchyde 

Dimethyl- 

glyoxime 








m- 

- 

- 

- 

- 

+ 

+ 

+ 

7.8 

— 

— 

— 


+ 

+ 

0 

0.4 

— 

— 

— 

— 

-1- 

0 

-1- 

0.0 

+ 


+ i 

0 

— 

+ 

+ 

3.5 

+ 

+ 

0 

0 

- 

+ 


0 


0 

-1- 

0 

- 

+ 

+ 

0 

+ 

+ 


-1- 

— 

+ 

1 -f- 

0 


Accloin Formation by Yeast 

The mecluinism of acetoin formation b}' yeast has been a controversial 
subject. A crude enzyme preparation with properties very similar to the 
animal enzyme was obtained from yeast by the following method. 100 
gm. of air-dried brewers’ yeast were nibbed up with 300 cc. of m/15 phos- 
phate buffer, pH 7.2, and incubated for 1 hour at 37°. The mixture was 
diluted vith 400 cc. of water and centrifuged. 38 gm. of ammonium 
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sulfate were added for each 100 cc. of supernatant fluid. The precipitate 
was dissolved in 300 cc. of xi/15 phosphate buffer, pH 7.2, and the ammo- 
nium sulfate precipitation was repeated. The precipitate wac finallj- dis- 
solved in 40 cc. of 0.1 m phosphate buffer, pH 7.2. 

Table VIII shows that this enzyme preparation formed acetoin from 
p}'ruvate and acetaldehj'de, but not from acetaldehyde alone, and very- 
little from pyruvate alone. The yeast enzyme preparation contained 
considerable amounts of carboxylase, but at pH 7.2 and under the condi- 
tions of the experiment, the acti\-itj' of the carboxylase was found to be 
only a very- small fraction of its activity at pH 6.0 under optimal conditions. 

The yeast enzyme was resolved into its component parts by the am- 
moniacal ammonium sulfate procedure described for carbo.xylase by Green 
el al. (4). Table VIII shows that the split enzy-me produced acetoin from 
pyruvate and acetaldehyde only in the presence of both magnesium ions 
and diphosphothiamine. Thiamine was inactive in the reconstructed 
system. 


DISCUSSION 

Acetoin production has long been known to occur in yeasts, molds, bac- 
teria, plants, and animal tissues (see Neuberg and Simon (18) for an exten- 
sive re^-iew of the earlier literature). Goit (19) isolated acetoin as the 
p-nitrophenylosazone derivative from minced heart muscle which had 
been incubated with pyru\-ic acid. Recently Tanko et al. (20) showed 
that other animal tissues such as skeletal muscle, liver, and kidney- pro- 
duced acetoin from pyru\'ic acid. They further established thatacetalde- 
hyde increased the rate of acetoin formation from pyruvate and that the 
acetoin formed was optically- active. 

Together with diacetyl and 2,3-buty-Iene glycol, acetoin has been identi- 
fied as a minor constituent of normal human urine (21, 22) and of the 
blood of higher animals, ox, sheep, horee, pig (23, 24). 

Acetoin formation by the animal and yeast enzy-mes seems to be different 
from that of the cell-free extract of Aerobacter aerogenes described by- 
Silverman and Werkman (25). This bacterial enzy-me which forms acety-1- 
methy-lcarbinol from py-ruvate is reported to be inactive above pH 7. The 
animal enzy-me is active up to pH 8. Furthermore, acetaldehy-de does not 
enter into the reaction in the bacterial sy-stem. 

SUMXLVRY 

A suspension of protein obtained from washed heart muscle has been 
foimd to catalyze the decarboxy-lation of a-ketoglutaric acid to succinic 
semialdehy-de, the decarbo.xy-lation of py-ru\ic acid with the formation of 
acetoin, and the decarboxy-lation of a-ketobuty-ric acid \rith formation of 
propioin. These reactions are cataly-zed by- diphosphothiamine-metallo- 
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proteins which under controlled acid conditions can be reversibly resolved 
into their component parts. 

Acetaldehyde added to the pyruvate system is utilized in the formation 
of acetoin, and other aldehydes give analogous ketols. Similarly, a-keto- 
butyric acid and aldehydes give analogous acyloins. 

Some of the properties of the enzj'^me system involved have been de- 
scribed. 
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TITRIMETRIC l^IICRODETERMINATION OF CHLORIDE, 
SODIUIil, AND POTASSITOI IN A SINGLE TISSUE 
OR BLOOD SAMPLE* 

Bt ^yILLL\^I G. CLARK, NATHAN* I. LEVITAN, DONALD F. GLEASON, and 
GOODWIN GREENBERG 

(From the Division of Physiology, DcpaTlmcnt of Zoology, University of Minnesota, 

Minneapolis) 

(Received for publication, May 29, 1942) 

During a study of electrol 3 i:€ distribution iu muscles, it became necessary 
to determine water, drj' weight, sodium, potassium, and chloride in the 
same small tissue aliquot, weighing 50 to 200 mg. or less wet weight. 
Previouslj* described methods of chloride and base determinations on the 
same sample were found unsuitable for our purposes. The electrodialysis 
methods of Joseph and Stadie (1) and Oster el al. (2, 3) do not permit 
analj'ses on small aliquots of tissue; while the method of Dean and Fish- 
man (4), although satisfactor 3 ’ for chloride determination by the Volhard 
procedure, gives a poorer end-point than the mercurimetric method. 
Moreover, Dean and Fishman’s paper does not elucidate the method of 
analysis of sodium and potassium. 

The method of choice was such that it could be easily emploj'ed in an 
ordinary biological laboratory*, requiring easilj* obtainable and inexpensive 
equipment. 

In our method, chloride is driven off as hj'drogen chloride from the 
weighed dried sample, which is digested in concentrated sulfuric acid by a 
micro diffusion technique modified from the method of Dean and Fishman 
(4), and collected in potassium hj*droxide. The resulting KCl is deter- 
mined by a mercurimetric titration with diphenylcarbazone as an indicator, 
modified from the method described by Dubsky and Trtilek (5), whose 
method was recently adapted by Schales and Schales (6) in the deter- 
mination of serum chloride. 

Potassium and sodium are determined in the digest after evaporation 
and ashing. Potassium is precipitated as the chloroplatinate, and reduced 
■with sodium formate, according to the method of Cunningham, Kirk, and 
Brooks (7). The liberated chloride is then determined mercurimetrically. 

Sodium is determined by a modification of the method of Dregus (8), 
being precipitated as sodium zinc uranyl acetate according to Barber and 

• Supported by grants from the Ella Sachs Plotz Foundation, the Carnegie Cor- 
poration of New York, the Graduate School of the University of NGnnesota, and 
the Rockefeller Foundation. Assistance was furnished by the personnel of the 
Work Projects Administration, Official Project 165-1-71-124, Subproject No. 383. 
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Kolthoff (9), and the dissolved precipitate titrated wth sodium hydroxide, 
phenolphthalein being used as indicator. 

The method was standardized on pooled samples of blood serum ranging 
from 0.5 to 1.0 gm., and on samples of vitamin-free casein (S. M. A. 
Corporation). Some determinations on rat serum and diaphragm muscle 
are included. The semm and casein were chosen rather than muscle tissue 
because of their constant electrolyte values. Known amounts of sodium, 
potassium, and chloride were added to other samples, and the per cent 
recoveries determined. 

Reagents — 

1. Strong KOH, 50 per cent; store in a paraffined bottle. 

2. Concentrated H2SO4, c.p. 

3. Dilute HNO3 (0.2 n and 0.01 n). 

4. Phenolphthalein, 1 per cent in methanol; 0.05 per cent in methanol. 

5. H2O2, 30 per cent (superoxol). 

6. Diphcnylcarbazone indicator, 1 per cent in methanol (c.p.), Eastman 
No. 4459; store in a dark bottle and keep in the refrigerator. It is stable 
at least 6 months. 

7. Mercuric nitrate standard. Dissolve 1.8 gm. of the hygroscopic 
analytical grade salt in water, add 10 ml. of 1 n HNO3, and make up to 
1 liter. Standardize against KCl or NaCl. 

8. Sodium, potassium, and chloride standards. Dissolve 0.0100 m of 
dried analytical grade KCl and NaCl and make up to 1 liter. 

9. Sodium hydroxide, C02-free standard solution. See Kolthoff and 
Sandell (10). Standardize against Bureau of Standards biphthalate. The 
strength of the NaOH may be 0.01 to 0.10 n, according to the amount of 
sodium to be titrated (see the “Procedure”). 

10. Sucrose, analytical grade crystals. 

11. Zinc uranyl acetate, sodium-precipitating reagent (see Kolthoff and 
Sandell (10)). (A) Uranyl acetate • 2H2O, 20 gm.; acetic acid, 30 per 
cent, G gm.; water, 49 gm. (B) Zinc acetate • 3H2O, 30 gm.; acetic 
acid, 30 per cent, 3 gm.; water, 32 gm. Mix A and B, add 1 drop of 0.01 N 
NfiCl, and leave in the dark. Centrifuge or filter before use if a film 
forms on the surface. 

12. Sodium wash fluids. (A) Acetic acid-ethanol mixture. Mix 10 ml. 
of glacial acetic acid and 90 ml. of 95 per cent ethanol, and shake with a 
small amount of sodium zinc uranyl acetate. Filter before use. It is 
stable for 1 week in the dark. (B) Sodium zinc uranyl acetate. Dissolve 
20 mg. of NaCl in 1 ml. of H-O, and add 10 ml. of the zinc uranyl acetate 
reagent (Reagent 11). Filter through a sintered glass filter after stirring 
and allowing to stand 1 hour. Wash several times vith glacial acetic 
acid, followed by ethanol, then ether. Keep dry and in the dark. (C) 
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Ethanol, 95 per cent, saturated with sodium zinc uranyl acetate (Reagent 
12B). (D) Diethyl ether, c.p., water-free. 

13. Water, CO:-frce. Boil distilled water. Store in a Pyrex bottle 
\rith a 2-holc rubber stopper connected with a soda lime drjdng tube and a 
delivery siphon. 

14. Potassium chloroplatinate solution. Dissolve 50 mg. of the dried 
salt in 100 ml. of H-O. To prepare the chloroplatinate, add an equivalent 
amount of a concentrated solution of KCl to chloroplatinic acid, add 
ethanol, filter through sintered glass, wash several times with 95 per cent 
ethanol, then ether, and dry. 

15. Potassium wash fluids. (A) 80 per cent ethanol wash fluid. 5 
volumes of 95 per cent ethanol, and 1 volume of H^O saturated with potas- 
sium chloroplatinate (Reagent 14). (B) 95 per cent ethanol saturated 
with potassium chloroplatinate (Reagent 14). 

16. Potassium-precipitating reagent. 20 per cent chloroplatinic acid, 
analj-tical grade. 1 gm. of chloroplatinic acid made up to 5 ml. with 
1 N HCl. (Save waste platinates for recovery' of platinum.) 

17. Chloroplatinate-reducing reagent. Sodium formate, 0.2 N, analy’ti- 
cal grade. 


Apparatus 

Filter Sticks — For filtration and washing of the sodium and potassium 
precipitates, we use asbestos filter sticks described by Emich ((11) p. 71). 
Where it was necessary to save the filtrate, an apparatus similar in prin- 
ciple to the one described by Emich ((11) p. 76) was used (see Fig. 1). 
In Fig. 1, A is 1 mm. glass tubing, blown out at the end and filled with a 
small amoimt of asbestos at B. The amount is easily established by' ex- 
perience and depends on the type of precipitate to be filtered. The 
asbestos plug is washed by' drawing distilled water through it by aspiration, 
and dried. (7 is a small glass vial of suitable dimensions, in our case 65 
X 20 mm. D is a thick walled glass cylinder or test-tube, 100 X 30 mm. 

Burettes — Ordinary calibrated micro burettes are used for titrations 
when the volume of the solution was larger than 0.5 ml. For smaller 
volumes we use a hypodermic syringe attached to a vernier micrometer 
caliper screw mechanism. A similar apparatus has been described by 
Trevan (12), Kryukov and Kalarova (13), Scholander (14), Dean,* and 
others. Fig. 2 illustrates our particular design of such an arrangement. 
Scholander used a mercury-driven burette, while ours is air-driven. In 
Fig. 2, K is a Becton-Dickinson 1 ml. tuberculin syringe, the plunger of 
which is driven by the mechanism of the vernier micrometer caliper, re- 


* Dean, R. B., unpublished. 
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moved from its curved arm and set in a brass holder, G, by means of a 
tight metal bushing. The syringe is clamped to the same holder by means 
of a removable brass plate, held in place with brass bolts. The end of the 
micrometer plunger is pointed in a lathe and pushes against a small metal 
disk cemented to the end of the plunger of the syringe and held centered 
' there by operating against a small depression made in the disk. Ordinary 
capillary glass tubing is attached to the syringe by a small piece of 
nibber suction tubing and held tightly by wiring. If the syringe is Pyre.v, 
it is sometimes more convenient to fuse this tubing on, but this invites 



Fig. 1 


Fig. 2 


Fig. 1. Filter stick filtration assembly. A, 1 mm. glns.s tubing; B, asbestos plug; 
C, glass vial, 65 X 20 mm.; D, glass tube, 100 X 30 mm. 

Fig. 2. Micro burette assembly. A, glass stirrer; B, glass tube bushing; C, cork 
air-turbine; D, air jet; E, Becton-Dickinson 1 ml. tuberculin syringe; F, vernier 
micrometer caliper; G, brass holder; H, steel spring. 


breakage. Fluid enters the capillary tubing more easily if the attached 
end of the capillary is flanged out somewhat. The steel spring, H, forces 
the plunger of the syringe back when the burette is fllled by screwing out 
the micrometer screw. The solution to be titrated is stirred by the glass 
rod. A, attached to a cork air-turbine, C, which rotates in the glass bushing, 
B, lubrication between the cork and bushing being provided by a small 
steel washer which rests on top of the bushing. The rate of stirring is 
easily adjustable bj’’ controlling the force of the air jet. An adjustable 
illumination wliite light for titration is conveniently made by mounting a 
6 to 12 volt automobile headlight lamp set in front of a metal reflector in 
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a small microscope lamp housing, a daylight filter being used in combina- 
tion vith a white glass filter made from ordinary white enameled glass. 
This lamp can be energized from a transformer and has quite a long life. 

Calculations for the calibration of the sj-ringe burette are as follows: 

Let Xi, A':, A'j, . . etc., be the ml. of standard solution, e.g. chloride, 
delivered from a Krogh sj’ringe pipette (see below), or weighed to 0.1 mg. 

Let Ti, Yi, Tj, etc., be the readings in inches on the micrometer vernier 
scale after the ehloridc has been titrated wth, for example, standard 
mercuric nitrate. 

The slope of the titer, i.e. ml. per inch, equals 

A'l X j ^ Aj — Xi 

~ Y, -Y, ~ Y. - 


if the burette has a uniform bore and the vernier scale is accurately 
calibrated. 

From the equation of a straight line, Y = aA’' -b b. 

Hence h is a constant indicating any correction for the errors of the 
burette or the indicator end-point, and a = (Fi — F;)/(Ai — Xj), a second 
constant depending upon the concentrations of the solutions. 

Sample Calculations — Xi = 0.400 ml. (delivered from a Eirogh sjTinge 
pipette); Xj = 0.198 ml. (delivered from a Krogh sjiinge pipette); Fi = 
0.456 inch on the vernier scale; Fj = 0.225 inch on the vernier scale. 
Hence the slope equals 


Xi - X, _ 0.400 - 0.198 _ 0.202 
Yi - Y.~ 0.456 - 0.225 “ 0.231 


0.S75 ml. per inch 


The normalit}^ of the standards being known, the ml. per inch can be 
easily converted to microequivalents per inch. 


a 


0.231 

0.202 


= 1.14, 


and 6 = r - aX = 0.456 - (1.14 X 0.400) = 0 


Therefore the error is 0. 

This calibration is rapid and simple, and can be run for each new stand- 
ard solution by choosing two Krogh syringe pipette deliveries of different 
volumes. We usually ran such a calibration each time we ran a series 
of new determinations, as a routine procedure. 

Pipettes — Ordinary calibrated, quantitative deliveo’^ pipettes were used 
for volumes larger than 1 ml. For smaller volumes, we found it verj- con- 
venient to use Krogh sjuinge pipettes as described by Krogh and Keys 
(15) which were made from 1 ml. Becton-Dicldnson Pyrex tuberculin 
syringes with a fused capillary tip, as shown in Fig. 3. We preferred the 
capillary glass tip rather than the metal h 5 q)odeiinic needle tip described 
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Krogh and Keys. In Fig. 3, A is the tuberculin syringe, held in a 
leucite clamp near its base. Z) is a grooved piece of metal cemented to 
the plunger of the S 3 '^ringe, the grooves fitting against the two brass rods 
one of which is labeled B . This acts as a guide when the plunger is in- 
serted or pulled out. C is a long set screw which can be set for delivery 
of any desired volume. Our deliveries were rapid and accurate to 0.03 mg. 

Micro Diffusion Apparatus — See the procedure for ehloride determina- 
tion. Ordinary’- ground glass-stoppered (matched) weighing bottles are 



Fro. 3 Fio. 4 


Fig. 3. Krogh S3'ringc pipette. A, Bcclon-Dickinson 1 ml. Pyrc.\ tuberculin 
syringe, with fused tip; B, brass guide rods; C, sot screw for enlibr.ating; D, metal 
disk, grooved at the edges to fit the guide rods. 

Fig. 4. Clamps and holders for micro diffusion procedure. A, wooden block 
holder; B, small vial, or dilTusion well; C, glass weighing bottle, 40 X 25 mm.; D, 
phosphor bronze strap springs. 

used. The dimensions arc 40 X 25 mm. Pjtox weighing bottles with 
“universal” joints are unsuitable, as the fits are not satisfactory. A 
small vial, with a flanged lip, is inserted into the weighing bottle, resting 
on the bottom, and of such proportions that its lip does not touch the 
stopper or sides of the weighing bottle. The bottles are incubated at 
00-70°, and to prevent loss of ga.scs bj’ e.xpansion, the stoppers are clamped 
tightlj’ bj' phosphor bronze springs pivoted to a wooden bloek as shown in 
Fig. 4. Bj’’ pressing the sides of these springs, pre.ssure is released and 
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the bottles may be removed from the wooden blocks b 3 ’' pushing the spring 
through a small arc on its pivot screws. The stoppers should be removed 
before the bottles cool, to prevent freezing the ground glass joint as the 
inside gas pressure decreases. In Fig. 4, D is a phosphor bronze strap 
spring, wth a groove at the top to fit the stopper of the weighing bottle. 
A is the wooden block, C is the bottle, and B is the small ^dal or center 
diffusion well. 


Procedure 

Chloride Detcrminalion — A sample of tissue is taken from the diaphragm 
of a rat decapitated with tin shears and bled. The rat is then eviscerated 
and the e.xcess blood sponged away, the thorax opened, and the phrenic 
nerves cut, the connective tissue and membranes being trimmed away 
from the diaphragm, leaving it in situ. Clean scissors are used to cut 
out the diaphragm in tolo along its edges of insertion along the bodj^ 
wall. The diaphragm is then placed on a fine grained filter paper, gentlj" 
straightened out with forceps, and blotted manually with another filter 
paper. The diaphragm is left on the filter paper to facilitate trimming 
away the edges and the center membranes, and for division into two halves. 
The halves are removed from the paper, eare being taken not to include 
adhering particles of the filter paper. The samples are rapidlj' weighed 
on the hook of a 500 mg. torsion balance and dropped into the weighed 
micro diffusion weighing bottles, which are then placed in the oven and 
dried at 105-110° for 6 to 12 hours or until they are of a relativelj* constant 
weight. The bottles are then cooled, dried, and weighed for water con- 
tent. We have found that this procedure of removal and drying the 
muscle samples gives a quite consistent water content. 

Known standard solutions, serum, or plasma samples are delivered into 
the micro diffusion bottles directly from a Krogh pipette, weighed, and 
dried to constant weight in the oven at 105-110°. 

In the weighing bottle is placed the small removable center well 
(Fig. 4, B), containing 1 to 2 drops of 50 per cent KOH. The amount of 
KOH is determined by the total amount of diffusing acid gases, such as 
HCl, CO 2 , SO 2 , and so forth. Usually 1 to 2 drops of the 50 per cent 
solution constitutes a reasonable excess for the tissue aliquots used. The 
removable diffusion well must not be touched with the hands and must be 
perfectly clean. The flanged lip of the well must not touch the stopper of 
the weighing bottle or the sides. The stopper is then lubricated with 
concentrated H 2 SO<. 0.5 to 1.0 ml. of concentrated H 2 SO< is added to the 
weighing bottle and it is quicklj’- stoppered. The concentrated acid could 
be tipped in from a side chamber after stoppering, but we found the side 
chamber was an unnecessary added expense, and difficult to blow, because 
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Pj'rex weighing bottles with good ground glass fits are not available. The 
bottle is then placed in the wooden block and the phosphor bronze spring 
clamps adjusted to clamp the stopper tightly, as depicted in Fig. 4. This 
is incubated in an oven at 05-70° for 6 hours, whereupon all the tissue 
chloride diffuses into the center well as HCl. iN'Iost of the HCl diffuses 
over Avithin an hour, and all of it Avithin 4 to 6 hours. 

The center well is then removed from the weighing bottle with clean 
forceps and its outside surfaces washed with distilled water back into the 
H2SO4 digest in the Aveighing bottle, AA'hich is saved for the sodium and 
potassium analyses. 

The excess KOH in the avcII is neutralized Avith approximately 0.2 n 
HNO 3 , phenolphthalein (0.05 per cent in methanol) being used as indi- 
cator. Add a slight excess of HNO 3 and Avater to make the volume 
1 ± 0.1 ml., and approximately 0.01 n in nitric acid. 

Add 1 drop of 30 per cent H2O2 and 1 drop of the diphenjdcarbazone 
indicator. Methanol is preferred to ethanol as a solvent for this dye, since 
it makes a more stable solution. The solution in the small Avell is titrated 
Avith mercuric nitrate (Reagent 7) until a permanent light blue color 
develops from the colorless solution. This is a very sensitive and sharp 
end-point. 

An example of our results of the determination of chloride in vitamin- 
free casein is shoAvn in Table I. 

Table 11 illustrates results obtained on chloride determinations of rat 
blood serum. The blood samples Avere obtained through a large needle 
from the abdominal aorta in a clean dry 10 ml. syringe, the heart of the 
anesthetized animals being alloAA’cd to pump the blood into the syringe. 
The sei-um Avas obtained by centrifugation of the Avhole blood, and Avas not 
hemolyzed. The serum samples Avere pooled and kept under oil in the 
refrigerator until used. In the chloride determinations of rat plasma, 
it was not necessary to use syringe burettes, and ordinary 5 ml. burettes 
graduated in 0.01 ml. Avere used. The samples of seram ranged betAveen 
COO and 900 mg. Individual results betAveen 100.3 and 102.1 micro- 
equivalents per gm. of serum aA'eraged 101.2 zfc 0.1 in tAventy determina- 
tions. The serum samples thus contained 109.1 microequivalents per 
gm., while 7.83 microequivalents, or only 7 per cent of the total amount of 
chloride, Avere added, indicating the precision of the method. 

Table III is a typical experiment of the determination of chloride in 
samples of human blood serum taken from a pooled supply of stored sterile 
serum. 

The average in microequivalents per gm. of serum (milliequivalents per 
liter) is 101.50 ifc 0.1, the results ranging betAA'een 100.90 and 101.78. 

Table IV illustrates the determination of muscle chlorides of the rat 
diaphragm, each figure representing a different rat. 
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In twenty-four samples of rat diaphragm muscle, we found the following 
ranges: per cent drj’’weight, 21.6 to 24.9; gm. of H-O per kilo of wet weight, 
751 to 777 (dried at 105-106° for 12 hours). 

On adding chloride to the rat tissues (ten samples), we recovered, on the 
average, 100.8 per cent. Since there is considerable variation of muscle 
chloride from rat to rat, this recover^' is as good as maj^ be e.xpected. 

Sodium Determination — ^The sulfuric acid residue in the micro diffusion 
weighing bottles is quantitatively transferred to a platinum crucible and 

Table I 

Determination of Chloride in Vitamin-Free Casein 
Chloride found 

Casein analyred — Cl added Cl recovered Recovery 

Micrometer 

readmgs 

ng. inches micrae^uiralcnts microequttalenls microequttalents per cent 

200 0 191 1.6S I 

200 0 18S 1 06 j 

200 0.192 1 69 ' I 

200 0 188 1 66 ; I 

J I I 

Average Cl per gm. 8 36 (to be subtracted from subsequent deter- 

minations of recoveries of added Cl) 


100 0 322 

2 83 • 

1 98 

1 977 

1 100.15 

100 0 320 

2 82 1 

1 98 

1 980 

1 100.00 

100 0 322 

2 S.3 ‘ 

1 98 I 

1 977 

1 100.15 

100 0 319 

2 81 

1 

1 98 1 

1 971 

i 99 55 


Comparison with Volhard titration, by same procedure. The titration was 
performed in an ice bath, ether being added near the end-point to clarify 
the solution of ppt , since stirring drives the ppt. into the ether layer 


46.4 


2 35 

1 95 

1 96 

100.5 

47.2 


2 32 I 

1 95 

1 92 

1 98.5 

48.2 

1 

2.32 I 

1 1 95 ; 

1.92 

j 98.5 

49.2 

! 

2 35 

1 95 

1.94 

1 99 5 


evaporated to dryness on a hot-plate. After many unsuccessful attempts, 
including mild muffling starting with a cool muffle furnace, various types of 
hot-plates, and so forth, we found that creeping and spattering could be 
avoided if we followed the suggestion of Hald and Eisenman (16), of 
adding small crystals of analytical reagent sucrose. If the evaporation is 
carried out at low enough temperature, no spattering occurs. This may 
be tested easily by holding a piece of white paper just above the crucible. 
Evaporation took usually from 4 to 6 hours. In extreme cases of creeping, 
we sometimes resorted to vigorously^ aspirating the fumes from the crucible. 
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This is done simply by suspending a piece of small bore glass tubing in the 
air space inside the crucible, and drawing air through the tube from a 
water aspirator pump. Several crucibles (in our case ten) can be simul- 
taneously aspirated from a line. 

Table II 

Ral Serum Chlorides 


To 0.765 gm. samples of scrum 6.98 micioequivalents (7.83 miciorquivalonts of Cl 
per gm of seium) of Cl weie added. 


Cl found per gm scrum 

Cl recovered per gm serum 

Recovery 

tntcroeguivalenls 

mtcrofqutvalents 

per cent 

109 4 

8 2 

104.7 

109 1 

7 9 

100 9 

108 9 

7 7 

98 3 

109 9 

7 7 

98 3 

Aveiago 109 3 

7 9 

100 5 


Table III 

Chloride of Human Blood Scrum 

To 0 758 gm samples of scium 57 825 microcquivalents of Cl wore added. 


Cl m simple 

Cl recovered 

Recovery 

mtcroeguivalents 

mtcroegutvalenls 

per cent 

135 19 

58 27 

100 8 

134 80 

57 88 

100 1 

134 95 

58 02 

100 3 

131 75 

57 82 

100 0 

131 66 

57 74 

no 0 

134 67 

57 75 

on 0 

134 70 

57 78 

on 0 

13! 70 

57 S3 

100 0 

134 67 

57 74 

no 0 

134 55 

57 03 

no 7 

134 70 

57 84 

100 0 

1 

Avcnigc 134 77 

57 85 

100 01 


For the determination of sodium and potassium in serum, it is not at 
all necessary to use platinum crucibles foi evapoiation of the sulfuiic acid. 
Well glazed porcelain cnicibles are satisfaetory. This may not be the 
case in tissue samples. 

The drj’^ cnicibles are muffled at 500-520° overnight. At this tempera- 
ture no evaporation of sodium and potassium sulfates occurs, as established 
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bj- Broadfoot and Brow-ning (17). At this point, if tissues are being 
anal 3 -zed, phosphate must be removed. This step is rumeces.=arj- in the 
case of serum, as sho-n-n bj- Sobel, Kraus, and Kramer (18). The removal 
of phosphate from muscle ash is made bj' the addition of an amount of 
uranj'l nitrate solution in excess of the phosphate present, and the insoluble 
uranyl phosphate is removed. 

For estimation of sodium the following procedure was followed. To the 
cooled ash are added 5 ml. of dilute HNOj (approximatelj- 0.01 n) from a 
calibrated pipette, and the solution stirred to dissolve all the salts. Since 
the solution is rich in sodium, two aliquots of 10 per cent or less of the total 
volume constitute a convenient amount for the sodium determination. 
A Krogh pipette is used to take these aliquots. We use 0.4 ml. each (8 per 


T\ble IV 

.\fvsclc Chloride of Rat Diaphragm 


Wet weight 

Drj* wetsht 

C! per era. wet weight 

Cl per gra. dry weight 

rtf. 

rtf. 


rtycTeequizdoiis 

156 0 

36.3 

16.7 

71.5 

152,4 

37 1 

14 7 

60.5 

178,4 

44 0 

14 0 

59.9 

125 0 

29 0 

14 1 

60.7 

185 8 

43 9 

15 4 

65.2 

133 4 

31 6 

15 8 

66 8 

185 0 

43 4 

17 3 

74.0 

144 4 

33 5 

16 2 

69 6 

190 8 

42 8 

16 0 

70.9 

Average 161 2 

37 9 

1 

15 6 i 

1 

66.6 


cent) on samples of serum ranging between 0.50 and 1.0 gm. The re- 
mainder is used for potassium determination (4.2 ml.). 

Dry the sodium aliquots and to each add 0.06 to 0.08 ml. of 0.01 n 
HNOj. Swirl to make certain that all the precipitate is in solution. Add 
1 ml. of the sodium-precipitating reagent (Reagent 11) and allow the 
stoppered container to stand for an hour. Long standing will permit 
evaporation and consequent high results if the containers are unstoppered. 

A filter stick is connected to the suction and inserted into the test-tube 
in which the sodium zinc uranjd acetate was precipitated. Keep it a few 
mm. below the surface of the liquid. Draw out all the liquid. Lift the 
filter stick above the level of the precipitate and add 0.5 ml. of the ethanol- 
acetic acid wash fluid saturated with the triple .salt (Reagent 12A). Rotate 
the test-tube to wash the walls. Lower the filter stick into the liquid 
and filter off. If anj' precipitate adheres to the sides of the test-tube. 
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displace it with the filter stick and wash again with the same wash fluid 
and filter, dry. Wash five times with 0.25 to 0.50 ml. portions of alcohol 
saturated with sodium zinc uranyl acetate (Reagent 12C). Be certain to 
wash the walls of the test-tube as well as the outside of the filter stick. 
Finally wash twice mth 0.5 to 1.0 ml. of ether. Push out the asbestos 
from the filter stick with a clean wire, and wash the filter stick carefully 
with C02-free distilled water. The solution should be clear and a very 
light yellow. The sodium zinc uranyl acetate may be transferred to an 
Erlenmeyer flask if necessary. Add 1 drop of phenolphthalein in methanol 
and titrate to the first permanent pink color with standard C02-free NaOH. 
The volume is important in this end-point, as the precipitate which forms 
may obscure the color change. In our determinations, we used approxi- 
mately a 25 ml. volume for the serum sodium determinations, and much 
less (2 to 5 ml.) for muscle. 


Table V 


Sodium of Human Scmm 


Weight of senim 
(3 ml. 0.0100 N NaCl 
added) 

0.0273 N NaOH used 
in titration 

Na found per gm. 
serum 

Na recovered per gm. 

(39.7 microequiva* 

lents added) 

Recovery 


ml. 

micTotquivalenls 

micrcequivolents 

ter cent 


3.2S0 

170,4 

39.7 

100.0 

0.7575 

3.2S5 

170.6 

39.9 

100.5 

0.7572 

3.275 

170.2 

39.5 

99.5 


3,286 

170.7 

40.1 

100.7 

0.7390 

3.210 

171.0 

40.3 

101.5 

.Average . . . 


170.6 

39.9 

100.4 


According to Dregus (8) the following reaction is involved in the 
titration. 

2(UO,)iZnN.i(CH,COO), -f- ISNnOH -* 

SNajUsOr 2Zn(CH,COO)2 + 14Na+CH,COO- + 9H,0 

Thus each sodium atom is equivalent to 9NaOH, an extremely favorable 
factor'. 

Tabic V indicates the precision of our results. The average of twenty 
determinations on human serum samples of O.GO to 0.90 gm. from a pooled 
stock was 130.7 ± 0.2 microequivalcnts per gm. (milliequivalents per 
liter). Duplicate determinations of the same sample do not differ by 
more than 1 per cent. 

Potassium Determination — ^Potassium is determined in the remaining 
aliquot. The solution is delivered into a 10 ml. test-tube with a Krogh 
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pipette and evaporated to drj'ness. The sides of the tube are washed 
down and again the solution is evaporated to drj-ness, in order to confine 
most of the dried sample to the bottom of the tube. To the dried sulfate 
add 0.20 ml. of the potassium-precipitating reagent (Eeagent 16), 
0.20 ml. of Eeagent 14, and 2.00 ml. of 95 per cent ethanol, ilix, stopper 
well, and leave at constant temperature (in our case this was 27°) for 
12 hours. AH subsequent determinations must be done at this temper- 
ature to avoid complications due to temperature corrections for solubility. 
The added KiPtCh reagent obviously compensates for the solubility of 
K.PtCU in the 80 per cent ethanol. The solubilitj' of this compound 
is approximateh' 4 mg. in 100 ml. of solution. For exact determina- 
tions a temperature control is essential. 


Tabix VI 

Human Serum Potassiujn 

To 0.758 gm. samples of serum 4.00 microequivaleuts of K were added. 


Hg{NOi)i burette reading 

K ia satnpte j 

1 K recDwed 

Retoveiy 

nl. 

mtcroejutvaler.ts 

‘ TT.icTffequhzUnis 

f^r cent 

1.630 

8.89 

1 4.01 

100.2 

1.620 

8.S6 

3.98 

99.5 

1.610 

8.76 

3.88 

97.0 

1.620 

8.86 

3.98 

99.5 

1.640 

8.94 

4 06 • 

101.5 

1.650 

9.00 

1 4 12 

103.0 

1.620 

8 86 

1 3 98 

99.5 

Average. 

8 88 

4.00 

100.03 


A filter stick is made up as before. In this case the precipitate is fine, 
and care should be taken that it does not go through the filter stick. The 
precipitate is washed four times with 0.5 ml. portions of 80 per cent ethanol 
saturated with KjPtCb (Reagent 15A), and twice with 0.5 ml. portions 
of 95 per cent ethanol saturated with K-PtCU (Reagent 15B). Draw all 
the liquid off each time. Finallj' wash twice with 0.5 ml. portions of ether. 
With a clean wire push out the asbestos from the filter stick and wash the 
end of the filter stick three times with 1 drop of water. The water held 
by capillary action in the filter stick is blown out each time. It is prefer- 
able to use a small rubber tube for this purpose. Add 0.20 ml. of 0.2 n 
sodium formate. Wash the sides of the tube down with 1.0 ml. of dis- 
tilled water. Allow to stand in a boiling water bath for 30 minutes. 
Filter into a glass vial by means of the micro filtration apparatus described 
in Fig. 1. Wash three times with 0.2 ml. portions of distilled water. Add 
0.3 ml. of 0.2 N HNOj, 1 drop of 30 per cent H 2 O 2 , and 1 drop of the di- 
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phenylcarbazone indicator (Reagent 6). Titrate with standard mercuric 
nitrate (Reagent 7) to the first permanent blue. 3 chloride atoms are 
equivalent to 1 of potassium. 

The average amount of potassium found in ten samples of human serum 
(same stock used for sodium) was 6.40 microequivalents per gm. of semm. 
The results ranged from 6,32 to 6,47 microequivalents per gm. Table VI 
is characteristic of our results. Muscle analyses, because of the high 
potassium and low sodium, give better results. 

DISCUSSION 

The mercurimetric method for the determination of chloride is not 
universally applicable, and we recommend it only under carefully con- 
trolled conditions. The titer is dependent on the ionic strength of the 
solution, volume of the solution, and the h 3 ’'drogen ion concentration. 
Strongly oxidizing and reducing ions must be absent. Fortunately such 
requirements are easily met in these determinations, and we found the 
mercurimetric method simpler than the more traditional Volhard method, 
after we established that the two methods gave similar results, with some- 
what greater accuracy for the mercurimetric. In our method we used 
hydrogen peroxide, which resulted in a sharper end-point wth diphenyl- 
carbazone indicator. In the case of the micro diffusion determination of 
chloride hydrogen peroxide presumably oxidizes interfering substances 
such as sulfites which may diffuse into the KOH with the HCl. In the 
determination of the chloride liberated from KzPtCle, the platinum reduced 
bj’’ the action of the formate interferes with the mercurimetric end-point, 
especially in the presence of hydrogen peroxide; hence the solution is 
filtered from the platinum as described. 

In regard to the sodium determination there are a number of studies of 
the precipitation of the sodium zinc uranyl acetate, such as the effects of 
variation of temperature, hydrogen ion concentration of the solution, 
amount of reagent necessary, and various t 3 'pes of sodium-precipitating 
reagents such as the substitution of manganese for zinc, interference of 
other ions, and so forth (c/. Broadfoot and Browning (17)). For the 
accurac 3 ' we desire (±2 per cent), no special precautions are necessar 3 L 
This also justifies our choice of the use of sodium hydroxide as a method 
of determination of uranyl ions. The more precise wa 3 '^ would be to reduce 
uran 3 d ions in a Jones reductor and determine them by titration nuth 
oxidizing agents, potentiometric titration (13), or a suitable indicator for 
determination of the end-point of the titration (c/. Kolthoff and Lingane 
(19)). Potentiometric titration is equall 3 ' applicable when NaOII is 
used ns titrant. ^Yc have made such titrations, using a quinhydronc or 
glass electrode against saturated calomel, and the results indicate that the 
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sharpest break in the curv’e occurred at a pH between 7 and 8. There- 
fore phcnolphthalcin is a suitable indicator. This pH agrees well with the 
calculated value. If the pH at the end-point is caused by the sodium 
acetate ion concentration, which is of the order of 2 X 10“’, then the 
hydrogen ion concentration is 


(H+) — . / ^ Amiii _ / to 

y concentration “y 


I-" - (2 X 10-») 


io-« 


2 X 10-* 


or pH = S (approximately). 

Cresol red, owing to its yellow color, is unsatisfactory, since the sodium 
zinc uranyl acetate solution is also j'cllow. Obviously the potentiometric 
titration would afford an excellent method for the determination of the 
end-point. We present the indicator end-point method as the more 
available method to most workers. 

In the potassium determination we preferred to compensate for the 
solubilitj' of K-PtCle by adding the amount of this salt which would be 
lost, rather than the usual method of drjing the precipitate and adding 
80 per cent ethanol saturated with KsPtCU, since the NajPtClc does not 
go into solution readily. This was obseiA'ed by Cunningham, Kirk, and 
Brooks (7), who suggested the dried chlorides of sodium and potassium be 
taken up in 80 per cent ethanol saturated with K 2 PtCl 6 . Unfortunately 
the sulfates of sodium and potassium are rather insoluble in 80 per cent 
ethanol, and the present method described was resorted to. This is, 
however, not •nithout advantage, since if there is an excess of NajSO^ 
above the HsPtCls, it does not interfere with the further chloride deter- 
mination. The results of our determinations, and also those of Cunning- 
ham, Kirk, and Brooks, would be high if a large excess of HjPtCle-precipi- 
tating reagent were used, owing to the solubility product effect, and we 
recommend the use of the smallest possible volumes. 


SUJIM.ARY 

A relatively inexpensive method of analysis involving titrimetric jiro- 
cedures is described for the simultaneous determination of sodium, potas- 
sium, and chloride on the same sample of biological fluid or tissue, with a 
precision of 1 to 2 per cent on samples of the order of 20 to 1000 rag. 
Chloride is driven out of the sample as hydrochloric acid by digestion in a 
closed system with strong sulfuric acid, and collected in strong alkali, 
after which it is determined by a mercurimetric titration which gives a 
color change from colorless to blue. Sodium is precipitated as the sodium 
zinc uranyl acetate, the acetate of which is titrated with standard alkali 
to a phenolphthalein end-point, each sodium atom being equivalent to 9 
atoms of alkali. Potassium is precipitated as potassium chloroplatinate 
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which is reduced with formate, and the liberated chloride is determined by 
mercurimetric titration, 3 chloride atoms being equivalent to 1 of potassium. 

Examples of analyses of sodium, potassium, and chloride of human serum 
are given; and of rat serum chloride, and muscle chloride of the rat dia- 
phragm. 
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During the course of studies on the structure of biotin, CioHisOjNiS, 
we attempted to prepare the sulfone of the diaminocarboxylic acid which 
we had obtained from biotin by hydro^-sis nith Ba(OH)2 ( 1 ). Oxidation 
of the suKate of the diaminocarboxylic acid directly with Ha02 did not 
yield the sulfone. Furthermore, treatment of biotin sulfone wth Ba(OH); 
under conditions which were knomi to bring about the hydrolysis of the 
urea linkage of biotin itself did not jdeld the desired compound. TVe there- 
fore undertook to prepare the eVimpound by the oxidation of the diacetyl 
derivative of the diaminocarboxylic acid to the diacetyldiaminocarboxj'lic 
acid sulfone, followed by the h3'drol3’sis of the acet3’l groups vith acid. 

The diaminocarbox3dic acid from biotin was acet3dated in good 3deld 
ivith acetic anh3'dride and NaOH. O.xidation of the diacetyl derivative 
with HjOj in glacial acetic acid gave the sulfone of the diacet3idiamino- 
carbox3'lic acid. The acet3i groups were removed b3’' h3'drol3’sis with con- 
centrated HCl at 120 “ for 1 hour. From the hydrol3’sis mixture we ob- 
tained a cr3'stalline, slightl3' ly'groscopic h3’drochloride, m.p. 142 - 152 °, 
which could be best reer3'stallized from concentrated HCl. 

Kogl and de Man ( 2 ) have stated that h3-drol3’sis of biotin sulfone with 
concentrated HCl at 200 ° for | hour 3ields a 9 -carbon diaminocarbox3"- 
sulfonic acid. These workers did not obtain their h3'drol3’sis product in a 
pure state, but characterized the compound b3' an N anatysis on the picrol- 
onate, by C, H, N, and S anal3'ses on the dilituric acid derivative, and b3' a 
titration cun'e on the h3^drochloride of the crude material. It seemed 
possible to us that the same compound might have been formed b3- our 
treatment of the sulfone of the diacet3ddiammocarbox3'lic acid with con- 
centrated HCl at 120 °. For comparison, therefore, we carried out the 
hydrolysis of biotin sulfone under the conditions described b3’’ Kogl and 
de Man. By this treatment of biotin sulfone with concentrated HCl at 
200 ° for I hour we were able to obtain a crystalline product which after 


* The authors wish to express their appreciation to the S. M. A. Corporation for a 
research grant which has aided greatly in this work. They also wish to thank Mr. 
W. 0. Frohring and the Research Staff of the S. M. A. Corporation and Dr. R. Alajor 
and the Research Staff of Merck and Companj*, Inc., for supplies-of-bidtin. 
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two crystallizations from concentrated HCl was obtained in excellent 
yield. The same compound was obtained in only slightly lower yield when 
the hydrolysis was carried out for I5 hours. The compound appeared to 
be identical in all its properties with the compound we had also obtamed 
by hydrolysis of the sulfone of the diacetyldiaminocarboxylic acid with 
HCl at 120°. Furthermore the dilituric acid derivatives prepared from 
both compounds appeared to be identical w'th one another and possessed 
the melting point (235-240°) reported by Kogl and de Man for the diliturate 
of the hydrolysis product described by them. 

It seemed likely, therefore, that the hydrolysis product which we had 
obtamed was the same one obtained by Kogl and de Man. However, the 
analytical values we obtained on this compound agreed more closely with 
those for the dihydrochloride of the diaminocarboxylic acid sulfone than 
for the dihydrochloride of the diaminocarboxysulfonic acid, and raised the 
question whether Kogl and de Man had obtained a sulfonic acid. Con- 
clusive proof that the compound under consideration was the diamino- 
carboxylic acid sulfone rather than a sulfonic acid would be provided if 
the substance could be reconverted to biotin sulfone by the action of 
phosgene, a type of reaction which has been sho^vn to occur in excellent 
yield in the resynthesis of biotin from the diaminocarboxylic acid (3). 

By treatment of the compound with phosgene in Na2C03 solution at 0° 
we were able to obtain biotin sulfone, ra.p. 265-275°,^ in 95 per cent yield. 
Recrystallization of this product gave pure biotin sulfone, m.p. 273-275°, 
which was identical in all its properties with biotin sulfone obtained by 
oxidation of biotin with H2O2. 

EXPERIMENTAL 

Diacetyldiaviivocarhoxylic Acid — 30 mg. of the diaminocarboxylic acid 
sulfate, prepared from biotin by hydrolysis with Ba(OH)2 (1), were dis- 
solved in 1 cc. of water and the solution was cooled in an ice bath and made 
alkaline to phenolphthalein with a few drops of 4 n NaOH. There were 
then added in four portions 75 mg. of acetic anh3’^dride and enough 4 n 
NaOH to keep the solution alkaline to phenolphthalein. The solution was 
then acidified to Congo red wth 3 n HCl and was concentrated to drjmess 
in vacuo. The dry residues were extracted four times %vith 5 cc. of hot 
chloroform and the combined chloroform extracts were evaporated in 
vacuo. Crystallization of the residue from a few drops of methanol yielded 
25 mg. of prisms, m.p. 184-180°. For analysis a portion of this material 
was sublimed at 170° and 10“® mm. The sublimate melted at 187-189°. 

CijHstO^NsS (302.4). Calculntcd, C 51.03, H 7.34; found, C 61.95, H 7.G9 


* Tlic melting points reported in this paper are micro melting points. 
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Diacelyldiaminocarboxylic Acid Sulfone — For the preparation of the 
sulfone 20 mg. of the diacetj-ldiaminocarhoxylic acid were dissolved in 2 
cc. of glacial acetic acid and to the solution was added 0.4 cc. of 30 per cent 
HjOi. The solution was kept at room temperature for 16 hours and then 
evaporated to di^-ness in vacuo. The crystalline residue was reciystallized 
from a mixture of methanol and ether, and jdelded 20 mg. of needles, 
m.p. 209-211°. 

Ci.H 5 iO,N 5 S. Calculated C 46.69, H 6.63, S 9.59 
(334.4) Found. " 46.43, “ 6.86, “ 9.55 

Hydrolysis of Diacelyldiaminocarboxylic Acid Sulfone — As a preliminarj'' 
experiment to determine a suitable method of hydrolysis of the diacetyl- 
diaminocarhoxylic acid sulfone 1 mg. of the compound was dissolved in 
0.5 cc. of concentrated HCl and heated 1 hour at 120°. The solution was 
concentrated to drjmess in vacuo. The semiciystalline residue was dis- 
solved in 0.2 cc. of 33 per cent acetic acid and 0.1 cc. of this solution was 
used for a micro-Van Slyke amino nitrogen determination in the Warburg 
apparatus. 

Ci,H=O.NjS (334.4). Calculated, NH,-N 8.38; found, NH,-N 8.04 

20 mg. of the diacetyldiaminocarboxylic acid sulfone were dissolved in 
2 cc. of concentrated HCl and the solution was heated at 120° for 1 hour. 
The solution was filtered and was concentrated to diyness in vacuo. At- 
tempts to cr 3 ’stallize the residue from water solutions resulted in semi- 
crystalline material. The residue was dissolved in a few drops of hot 
concentrated HCl. The ciystals obtained from the cooled solution were 
washed twice wth a few drops of ethanol. The material was reciystallized 
from concentrated HCl and the crystals were washed ivith ethanol and 
were dried. 11.8 mg. of crystals in the form of elongated plates were ob- 
tained. The melting point range, 142-152°, was not changed by recrj'stal- 
lization. A qualitative test showed sulfur to be present. 

The dilituric acid derivative was prepared as follows: 1 mg. of the hy- 
drolysis product was dissolved in a few drops of water, and to this was added 
a saturated aqueous solution of dilituric acid (5-nitrobarbituric acid) in 
excess. The ciy'stalline white precipitate which formed was washed with 
water, and was reciystallized from water in the presence of a drop of dili- 
turic acid solution. The reciystallized compound melted with decom- 
position at 235-240°. 

Hydrolysis of Biotin Sulfone — 50 mg. of biotin were oxidized to biotin 
sulfone with HjOj (1). After recrj'stallization 49.7 mg. of pure biotin 
sulfone were obtained. The 49.7 mg. of sulfone were divided in two equal 
portions and each was dissolved in 5 cc. of concentrated HCl. The solu- 
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tions were sealed in heavy walled tubes and the tubes were placed in an 
oil bath, held at 200°, for § hour. The slightly yellow reaction mixtures 
were combined and were concentrated to dryness, The residue was dis- 
solved in a small amount of water, was filtered, and was concentrated to 
dryness. The residue was dissolved in a few drops of hot concentrated HCl 
and was allowed to cool. The crystals which formed were washed twice 
with a few drops of ethanol and were recrystallized by the same procedure. 
The resulting material, 48.7 mg. of colorless, elongated plates, melted at 
142-152°. Further crystallization did not change the melting point range. 
A similar experiment in which 20 mg. of biotin sulfone were treated -with 
4 cc. of concentrated HCl at 200° for If hours 3 delded 15 mg. of the hydroly- 
sis product, m.p. 142-152°. A qualitative test showed that sulfur was 
present in the compound. 


C»HioO.NiSCls. Calculated. C 33.44, H 6.24, N 8.66, Cl 21.94 
(323.2) Found. “ 33.20, “ 6.53, “ 8.40, " 21.44 

5.0 mg. of the recrystallized hydrolysis product were used for the prepara- 
tion of the diliturate by the procedure already described. 8.7 rog. of the 
derivative were obtained, which on recrystallization yielded 6.3 mg. The 
compound melted with decomposition at 235-240°. 

Treatment of Hydrolysis Product with Phosgene — 20 mg. of the recrystal- 
lized hydrolysis product of biotin sulfone were dissolved in 2 cc. of cold 5 
per cent NajCOj solution. The solution was cooled in an ice bath while 
phosgene was passed in until the solution -was acid to Congo red. A white 
crj-^stalline solid separated from the acid solution. The mixture was con- 
centrated to a small volume and then heated to dissolve the solid. Long 
needles separated from the cooled solution. The crystals were washed 
twice wdth water and were dried. 16.4 mg. of needles, m.p. 265-275°, 
were obtained. concentration of the mother liquors to dryness and by 
extraction of the drj’’ residue with hot glacial acetic acid, an additional 
1.5 mg. of crystals, m.p. 265-275°, were obtained. The combined crj'stal- 
line fractions were reorystallized from water and yielded 15.5 mg. of pure 
biotin sulfone, m.p. 273-275°. A mixed melting point with biotin sulfone 
showed no depression. 


C,oHuOsN.S. Calculated. C 43.47, H 5.84, N 10.13 
(276.3) Found. “ 43.61, " 6.02, " 10.07 


The authors wish to express their appreciation to Dr. Julian R. Rachele 
of this laboratory' for carrying out the microanalyses. 

SU.MMARV 

Treatment of biotin sulfone idth concentrated HCl at 200° for f hour 
hydrolyzes the urea linkage and gives the dihydrochloride of the diamino- 
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carboxylic acid sulfone in good yield. This appears to be the same com- 
potmd obtained by Kogl and de hlan under these conditions, but which was 
believed by them to be a 9-carbon sulfonic acid, and was used as proof for 
the presence of a sulfur-containing ring in biotin. The same compoimd 
is obtained by hj-drolysis of the diacetyl derivative of the diaminocarboxylic 
acid sulfone with concentrated HCl at 120°. Additional and conclusive 
proof of the structure of the h}'drol 3 "sis product was furnished bj' the re- 
synthesis of biotin sulfone on treatment of the compound with phosgene. 
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Anemia studies have been carried on in this Iaborator 3 ’- for several years 
in dogs on whole milk rations supplemented in various ways. The anemias 
have been induced by nutritional and hemorrhagic methods (1, 2). Nu- 
tritional anemia in puppies receiving such a ration was foxmd curable by 
the addition of inorganic iron and copper salts, although regeneration tvas 
suboptimal in a number of cases (1). When anemia was produced in adult 
dogs by mild phlebotomj', the response to these mineral supplements was 
usually good (3), although occasionally it was slow and erratic and under 
more severe phlebotomy recovery might not occur at all. The most con- 
sistent failure in blood regeneration occurred when a high level of cobalt 
was added to the ration (4). The addition of liver extract to these rations 
resulted in rapid remission from the anemias in all cases. The behavior of 
dogs is thus comparable to that of rats recei\Tng milk rations. In the lat- 
ter species iron and copper supplements produce and maintain a normal 
blood stream but under the strain of hemorrhage evidence indicates that 
liver supplements furnish additional factors not adequately supplied by the 
mineralized milk alone (5). It is the purpose of this paper to report inves- 
tigations into the nature of the substance or substances in liver extract re- 
sponsible for this stimulation of blood formation. 

Recentty considerable progress has been made in the clarification of the 
problems of dog nutrition and it has been possible for us to obtain normal 
growth in dogs for a considerable period of time on a liighly purified ration 
supplemented only with S3'nthetic vitamins (6). Phlebotomj' and blood 
regeneration studies on this ration have been most informative and will 
also be presented in this paper. 

KXPERIMENTAU 

Hemorrhagic Anemia Studies on Mineralized Milk Diet 

Adult mongrel dogs were given whole milk twice daily ad libitum. They 
were bled weekly from the external jugular vein in amounts usually ranging 

* Published with the approval of the Director of the Wisconsin Agricultural Ex- 
perunent Station. Supported in part by a grant from the Wisconsin Alumni Research 
Foundation. We are indebted to Jlerck and Company, Inc., Rahway, Kew Jersey, 
for generous supplies of thiamine chloride, riboflavin, nicotinic acid, pyridoxine 
hydrochloride, calcium pantothenate, and choline chloride; to The Wilson Labora- 
tories, Chicago, Blinois, for the liver extracts and bile salts; and to Abbott Labora- 
tories, North Chicago, Blinois, for haliver oil. 
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from 20 to 25 per cent of their total blood. After 4 to 8 weeks a rather 
stable state of anemia was reached at a hemoglobin level of 7 to 9 gm. per 
cent and phlebotomy was discontinued. 20 mg. of cobalt as cobaltous 
chloride were then added daily to the ration and this addition continued 
for 1 to 2 weeks followed by 30 mg. of iron as ferric chloride and 3 mg. of 
each of copper and manganese as cupric and manganous sulfates. After 
1 to 2 weeks, during which time the hemoglobin level of the blood increased 
very little, the liver supplement extract to be tested was given for a period 
of 2 weeks. Active liver preparations were found to effect a rise in blood 
hemoglobin to levels of 13 to 14 gm. per cent in this time. 

In addition to the hemoglobin determination, red cell counts and hema- 
tocrit determinations were made routinely and later a plasma iron analysis 
was also performed routinely. Blood samples for analysis were always 
taken from the radial vein. An 18 ce. sample was drawn into a 30 cc. 
syringe, the dead space of the syringe being filled with Wintrobe’s non- 
shrinking oxalate solution. Hemoglobin determinations were made by the 
method of Evelyn (7), and hematocrit determinations with Wintrobe tubes. 
The plasma iron determinations were made on filtrates of blood plasma 
from a hot trichloroacetic acid precipitation. The filtrates were treated 
with thioglycolic acid and the ferrous iron then reacted with a,o:'-bipyridine 
(pH 5.4). The resulting color was determined on the Evelyn photoelectric 
colorimeter. This method is to be published in detail in the near future. 

The data from the analysis of blood drawn during the assay of various 
liver preparations and nutrient materials are given in Table I. For the 
sake of brevity only the initial and final hemoglobin levels and the initial 
and maximum plasma iron levels are given. In evaluation of the hemo- 
globin response to the various supplements it was necessary to minimize 
errors arising from fluctuations in weight. Assuming 8 per cent of body 
weight as blood, the total body hemoglobin was calculated from the hemo- 
globin level of the blood. These values, together with the known amount 
of hemoglobin removed as the analysis sample, permitted the calculation of 
the total “hemoglobin made” as given in the last column. 

The typical blood picture as seen in the anemia and in the course of the 
remission is shown in Fig. 1. The anemia is characterized by a fairly high 
erythrocyte count, extremely small cells, low hematocrit, low hemoglobin, 
and low plasma iron. The administration of liver extract results in striking 
increases in hemoglobin, hematocrit, erythrocyte count, and plasma iron 
but the mean erythrocyte volume and .saturation index remain practically 
unchanged. 

The possibility of iron deficiency as suggested by the low mean cell 
volume and plasma iron values led us to investigate first the question of 
whether or not the ferric iron as fed was being properly reduced and ah- 
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Table I 

Effect of Variotts Supplements on Blood Picture of Phlebotomized Dogs Receiving the 
ilineralizcd Milk Ration 


Assay 

No. 

Dog 

No. 

Daily supplement 

Ds>*s 



■ 

Plas- 
ma. Fc 
maxi- 
mum 

Hb 

made 

1 

2 

23 

23 

10 mg. pyridoxine hydrochloride 

25 gm. liver extract powder 1 : 20 

27 

15 


gm. fer 
cent 

8.5 

14.0 

cent 

y per 

cent 

jm. 

14 

60 

3 

23 

FeClj equivalent to 100 mg. iron. 200 
mg. ascorbic acid 

13 

m 

9.1 

65 

73 

17 

4 

23 

Lead filtrate equivalent to 25 gm. liver 
extract powder 1:20 

15 

9.1 

11.4 

73 

328 

23 

5 

23 

12 gtn. solubilized liver extract 

16 

11.4 

11.7 

328 

228 

6 

6 

23 

20 “ Fraction D 

7 

11.7 

13.1 

228 

179 

13 

7 

8 

9 

23 

24 
24 

Lead ppt. equivalent to 30 gm. Frac- 
tion D 

50 gm. whole dry liver 

1.35 gm. ascorbic acid intravenously 
over period 

12 

14 

10 

7.3 

8.1 

5 9 

8.4 

13.6 

6.7 

36 

; 38 

10 

55 

0 

10 

24 

52 tog. nicotinic acid, 6.3 mg. ribo- 
flavin, 10.5 mg. thiamine chloride, 1 
mg. pyridoxine HCl, 12.6 mg. Ca 
pantothenate, 250 mg. choline 
chloride 

16 

i 

6.5 

7.3 

i 

i 

24 

26 

13 

11 

24 

FeCl, equivalent to 60 mg. iron 

20 

7.3 

10.8 

26 

23 

41 

12 

24 

Ash equivalent to 25 gm. liver extract 
powder 1:20 

14 

8.1 

9.4 

25 

30 

12 

13 

24 

20 gm. liver extract powder 1 : 20 

14 

9.4 

13.5 

30 

296 

34 

14 

24 

2 cc. (4 units) Lilly pernicious anemia 
concentrate intravenously 

14 

6.6 

8.7 

11 

39 

21 

15 

24 

Lead and mercury filtrate equivalent 
to 30 gm. Fraction D 

15 

8.6 

10.2 

53 

40 

17 

16 

24 

Mercury ppt. of lead filtrate equiva- 
lent to 30 gm. Fraction D 

13 

10.2 

12.3 

40 

74 

23 

17 

24 

TJropterin concentrate equivalent to 4 
liters human urine orally 

7 

7.0 

8.2 

13 

22 

13 

18 

24 

TJropterin concentrate equivalent to 4 
liters human urine intravenously 

14 

8.5 

10.7 

30 

134 

20 

19 

24 

2-3 gm. ox bile salts 

15 

10.7 

11.7 

134 

50 

15 

20 

24 

25 gm. liver extract powder 1 :20 

14 

11.7 

13.3 


102 

26 

21 

24 

3 gm. hog bile salts, 0.52 gm. cysteine 
HCl, 1 mg. iodine asKI, 1.1 mg. thi- 
amine chloride and riboflavin, 22mg. 
nicotinic acid, 0.66 mg. pyridoxine 
HCl, 5.5 mg. Ca pantothenate, 0.7 
gm. choline chloride, 0.38 gm. haliver 
.oil (Abbott’s), 100 mg. ferrous iron 
asFe(NH,),(S 04 ), 

13 

8.0 

11.2 

30 

31 

1 

31 
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Table I — Concluded 


Assay 

No 

Dog 

No 

Daily supplement 


BB 

Final 

Hb 

Initial 

plasma 

Fc 







m 








per 

cm ftr 

yper 

yPlT 






cent 

cent 

cent 

cent 

tm 

22 

13 

FeCb equivalent to 24 mg iron mtra- 

20 

8 4 

9.7 

43 

757 

26 



venously (12 injections) 







23 

13 

FeCb equivalent to 80 mg. iron 

20 

9 7 

11 6 

60 

81 

31 

24 

13 

15 gm liver estract powder 1:20 

21 

11 6 

15 0 

81 

216 

63 

25 

13 

1 mg thiamine chloride, 6 mg ribo- 

20 

7 3 

9 1 

57 

72 

30 



flavin, 60 mg nicotinic acid, 1 5 mg 
pyridosine HCl, 500 mg. choline 
chloride, 13 3 mg. Ca pantothenate, 
500 mg inositol, 500 mg Z-.asparaginc 







26 

13 

25 gm liver estract powder 1:20 

14 

9 1 

12 5 

62 

273 

48 

27 

13 

Lead and mercury filtrate equivalent 

15 

9 5 

12 4 

55 

126 

51 
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13 

Mercury ppt. of lead filtrate equivalent 

16 

8 3 

9 4 j 

49 

81 1 
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29 

13 

Lead and mercury filtrate equivalent 

14 

9 4 

10.7 

81 

163 
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30 

13 

25 gm Fraction D 

14 

10 7 

12 3 

163 

167 

22 

31 

13 

Uroptenn concentrate equivalent to 

16 

9 5 

11 4 

65 

103 

28 



100 gm w hole dry liver 






54 

32 

13 

50 gm w hole dry liver first 16 days 

30 

11 4 

14 5 

71 

131 

33 

13 

500 mg /-cystine 

7 

7 9 

7 9 

11 

35 

-2 

34 

13 

520 “ cysteine hydrochloride 

17 

8 2 

10 4 



28 

35 

13 

3 gm hog bile salts, 500 mg cysteine 

14 

9 9 

12 3 

75 

99 

41 



HCl, 1 mg. iodine ns KI, 1 4 mg 
thiamine chloride and riboflavin, 28 
mg nicotinic acid, P 85 mg pyri- 
do\ine HCl, 7 1 mg. Ca panto- 
thenate, 0 57 gm choline chloride, 

0 38 gm haliver oil (Abbott’s), 100 
mg ferrous iron ns Fe(NH,);(SO<)! 







36 

27 

15 gm. Fraction D (13 days), 25 gm 

20 

8 4 

12 6 

51 

106 

37 



livcrextract powder 1 20 (7 days) 







37 

27 

300 mg. p-aminobenzoic acid 

14 

7 8 

S 6 



14 

38 

29 

FeCb equivalent to SO mg. iron, 200 

19 

7 7 

10 7 

142 

41 

28 



mg ascorbic acid 







39 

3 

25 gm Fraction D 

15 

8 4 

12 0 

96 

160 

45 

40 

3 

5 gm o\ bile salts 

7 

11 0 

11.8 

62 

87 

13 

41 

3 

4 5 gm hog bile salts 

15 

11 8 

13 6 

87 

53 

30 


sorbed. A number of e.\poiiments weie cm lied out in an attempt to 
answer tliis question. Ferrous iron was substituted for feiric iron and in- 
creased amounts were fed alone and tvith a reducing agent, ascorbic acid 






MCKIBBIS, SCHAEFER, EEVEHJEM, AKD HART 


111 


(Assays 3, 11, 23, 38, Table I). Ferrous iron was injected intravenouslj' 
to the level of toxicity symptoms (Assaj* 22). The response in all cases 
was far inferior to that given by liver preparations and it was concluded 
that iron deficiency was not the primarj* cause of remission failure. That 
it was a complicating secondarj’ factor seemed altogether probable and so 
ferrous iron was substituted for ferric iron and thereafter the mineral 
supplements were supplied continually during the bleeding, anemic, and 
remission periods. 

The organic nature of the factor in liver is e\’ident from the failure of the 
ash fraction of liver extract to produce remission (Assaj’ 12). 'UTien the 
original liver extract was given, a satisfactory response occurred (Assaj’ 13). 



Fig. 1. Effect of equivalent amounts of liver extract ash and liver extract powder 
on the blood picture of Dog 24 receiving the mineralized milk ration with cobalt. 
The supplements were initiated at the points indicated by arrows. Hb, blood 
hemoglobin in gm. per cent; r.b.c., erythrocyte count in millions per c.mm.; m.c.v., 
mean erj’throcyte volume in cu. raicra; Fe, plasma iron in mg. per cent; Ht, hemato- 
crit per cent. 

The low mean cell volume also suggested a possible deficiencj’ of pj’ridox- 
me, since this deficiencj’ anemia is also microcj’tic. Supplements of vita- 
min Be far in excess of the amount present in the curative dose of liver ex- 
tract failed to produce improvement (Assaj’ 1). Pyridoxine in supplement 
mixtures with thiamine, riboflavin, nicotinic acid, calcium pantothenate, 
choline, asparagine, and inositol produced slight to partial remissions but 
not at all comparable to those produced bj’ liver e.xtracts (Assaj’s 10 and 
25). The slight activity of the water-soluble mtamin mixtures is of inter- 
est, since several members of this group have been associated with hema- 
topoiesis. Chronic thiamine deficiencj' in man has been reported bj’ Mason 
and Mason (8) to be accompanied bj’ a macrocj’tic hj’perchromic anemia, 
although this was not obseri’ed in acute thiamine deficiencj’. Gobell (9) 



112 


HEMORRHAGIC ANEMIA IN DOGS 


obtained increases in the red blood cell count of premature anemic infants 
by the administration of nicotinamide and riboflavin. Dollchen (10) re- 
ported hemoglobin and erythrocyte responses to pyridoxine, nicotinamide, 
and riboflavin in a study of hemorrhagic anemia in rabbits. Gyorgy el al 
(11) observed some hemoglobin increase after the administration of ribo- 
flavin to phlebotomized dogs. The action of choline is of considerable 
interest since the observation of Davis (12) that choline is the substance 
in liver responsible for the depressing effect on cobalt polycythemia. Since 
a high level of cobalt was used in this ration and may be wholly or in part 
responsible for remission failure, the action of an antagonizing substance 
such as choline would deserve investigation. Whatever the r61e of these 
water-soluble vitamins in hematopoiesis in dogs may be, it is apparent that 
they are not of primary importance under the conditions of this study. 

A similar neutralizing effect on cobalt toxicity has been attributed to 
vitamin C by Barron and Barron (13). These investigators observed that 
intravenous injections of vitamin C would prevent polycythemia in rabbits 
if given simultaneously with cobalt. No effective antagonistic action wa.s 
obtained -with vitamin C in our studies if one may use blood regeneration as 
the criterion for this action (Assays 3, 9, and 38). The low vitamin C 
content of active liver preparations also argues against the possibility that 
this vitamin is the active constituent of liver extract. 

A cysteine-cobalt complex has been investigated for its biological impli- 
cations by Griffith et al. (14). They found that acute cobalt to.xicity in 
rats could be prevented by the addition of cysteine or C 3 'stine to the diet. 
In our studies 500 mg. per day of cystine were ineffective over a 7 day 
period (Assay 33). Cysteine hj'drochloride, however, fed at a level of 520 
mg. per day showed considerable promise of activity (Assay 34). Since it 
is cysteine and not cystine which forms the complex wth cobalt, the nega- 
tive result TOth the latter suggests a failure by the dog to reduce this amino 
acid to cj'steine. At all events, it appears that at least a part of the activ- 
ity of liver extracts may be attributed to their content of C3^steine or small 
molecular weight peptides containing cysteine, as for example, glutathione. 
Absorbed cobalt may then be tied into the cobalt-cysteine complex which 
is incapable of exerting the to.xicological actions produced b 3 ' cobalt alone. 

The r61e of bile salts in the absorption of various substances essential 
to blood formation has been mdety investigated. Seyderhelm cl al. (15, IG) 
found that bile fistula dogs developed an anemia Avhich was autoi-egulated 
at about two-thirds the normal hemoglobin level. The anemia was pre- 
ventable or curable b 3 ’’ feeding bile, bile acids, and finalb" by light-activated 
ergosterol. Takasu (17) repeated this study of “acholic cachexia” in dogs 
and found a similar blood picture. He observed, in turn, that bile acids 
were effective if vitamin D were present. The relation of dietar 3 ’ calcium. 
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phosphoras, and -v-itamin D to iron absorption has been investigated (18). 
In general an optimum calcium-phosphorus ratio for ossification with ade- 
quate \’itamin D establishes optimum conditions for iron absorption. Con- 
ceivably these conditions prevent an excess of phosphate in the intestinal 
tract and a minimum of dietary iron is made unavailable as insoluble ferric 
phosphate, hlild anemias may then arise from vitamin D deficienc 5 ^ 
Josephs (19) found that iron absorption was lowered in infants receiving 
a diet deficient in vitamin D. 

Bile salts may also play a r61e in iron absorption independent of their 
relation with the fat-soluble vitamins. Hawkins el al. (20) observed a 
decreased hemoglobin production in bile fistula dogs which could not be en- 
tirely accounted for by the decrease in iron absorption. Smith and Cran- 
dall (21) found that bile fistula dogs remain persistentl}' anemic in spite of 
an unimpaired iron absorption as evident from their plasma iron studies. 

These relationships suggested the trial of bile salts' in our experimental 
anemia. In three trials, two may be considered as indicative of definite 
activity (Assays 40 and 41) ; the other showed considerably less stimulation 
(Assay 19). Although the plasma iron studies in these assays are incom- 
plete, the available data show no elevation of plasma iron as might be ex- 
pected if the responses obtained were due to a better absorption of iron. 
Although none of the responses was comparable to those obtained with 
liver extracts; nevertheless, it seems apparent that part of the acthdty of 
the liver preparations may be attributed to their content of bile salts. 

The role of xanthopterin or uropterin in blood formation was first sug- 
gested by the work of Tschesche and Wolf (22). These investigators 
found that uropterin produced striking increases in the erythrocjte coimt 
of young rats made anemic by being fed goat milk. Simmons and Norris 
(23) working with a nutritional anemia in fingerling Chinook salmon found 
that intraperitoneal injection of liver extract would produce rapid red 
blood cell count increases. The active principle of liver was foimd to be 
uropterin. 

On the basis of the above findings it was decided to try uropterin in this 
study. No synthesis of the pigment was attempted. Instead, concen- 
trates of it were prepared from liver and human urine according to the 
concentration methods of Koschara (24, 25). A preparation made from 
whole dry liver was fed at a level equivalent to 100 gm. of the original liver 
per day (Assay 31). One preparation from urine equivalent to 4 liters of 
urine per day was fed orally (Assay 17), while a more purified preparation 
was injected intravenously (Assay 18) at the same level. All three prepa- 
rations showed appreciable actmty but were considerably below the respon- 

* Suggested by Dr. David Klein of The Wilson Laboratories, Chicago, niinois. 
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ses elicited by liver extract. These preparations contained far more urop- 
terin than would be present in the curative dose of liver extract. The 
role of uropterin, then, seems doubtful, although its deficiency may be at 
least in part responsible for the failure of blood regeneration. 

An attempt at fractionation of the active liver extracts “Fraction D” 
and “liver concentrate powder- 1 :20” (The Wilson Laboratories) was made 
by use of heavy metal precipitation. In both cases aqueous solutions of 
the liver extracts were adjusted alkaline to phenolphthalein %vith NH^OH 
and sufficient 30 per cent basic lead acetate solution added to insure com- 
plete precipitation. 

The basic lead acetate precipitate was suspended in water and HsS gas 
bubbled through until all the lead salts were converted into their corre- 
sponding acids and the lead precipitated as sulfide. This process was re- 
peated and the combined filtrates neutralized and concentrated under 
reduced pressure. This preparation was designated as the “lead precipi- 
tate” and was fed at a level of 30 gm. equivalent of the original Fraction D 
(Assay 7). The relative inactivity of this preparation can be seen from the 
character of the hemoglobin and plasma iron changes. 

The basic lead acetate filtrate obtained was treated with HjS gas until 
the excess lead was precipitated. The lead sulfide was then separated by 
filtration, washed with hot distilled water, and the filtrate and washings 
neutralized and concentrated under reduced pressure. This preparation 
designated as the “lead filtrate” was used in Assay 4. Considerable activ- 
ity was disclosed but the preparation was so difficult to feed at therapeutic 
levels that it was necessary to work with more purified concentrates. 

The lead filtrate was therefore used for the preparation of two mercury 
fractions. Tire lead filtrate was adjusted to pH 6.8 and warm saturated 
HgCb solution added and the precipitate formed was filtered off. The fil- 
trate was again adjusted to pH 6.8 and more HgCL solution added until 
complete precipitation was obtained. Excess mercuric ion was removed 
with I'LS and the mercuric sulfide precipitate was washed with warm water. 
The combined filtrate and washings were concentrated under reduced pres- 
sure and enough ethanol added to precipitate the inorganic salts. The 
aqueous ethanol-soluble material was filtered off, neutralized, and the alco- 
hol removed by distillation under reduced pressure. This preparation was 
designated as the “lead and mcrcurj’’ filtrate” and was used in Assays 15, 
27, and 29. Activity was evident in all three trials but in only one (Assay 
27) was it equivalent to that of whole liver extract. The other two trials 
showed considerably less activity. 

The mercury precipitate fraction from the lead filtrate was suspended 
in water and HjS gas passed in until no more HgS was formed. The HgS 
was washed with boiling water and the filtrate and washings neutralized 
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■with KOH (Congo red). jMore H;S was passed in and the precipitate was 
allowed to settle. This second HgS precipitate was washed with hot water 
and the combined filtrate and washings neutralized and concentrated under 
reduced pressure. This preparation was designated as the “mercurj' pre- 
cipitate of the lead filtrate” and was used in Assays 16 and 28 . Slight to 
moderate activity was observed in these two trials but the preparation 
seemed somewhat inferior to the mercurj' filtrate of the lead filtrate. 

From the results obtained it seems apparent that the principal regener- 
ating acti^ty in liver extract is not precipitated by basic lead acetate. 
More actmty seems to pass into the mercurj' filtrate than into the precipi- 
tate, but the failure of the complete activity of liver extract to staj- in any 
one fraction indicates that more than one active substance is involved. 
The possibility that none of these fractions would ever show its true activ- 
ity must be considered when the actual mechanical difficulties of feeding 
these preparations are taken into account. The loss of the taste-masking 
substances as precipitated by basic lead acetate leaves an extremelj' bitter 
preparation containing the acti\-it3'. Nausea and even vomiting some- 
times accompanied the feeding of this lead filtrate and its two mercury 
fractions. Optimum blood formation might not be e.xpected to occur under 
such adverse conditions of assaj'. 

The acthaty of the lead filtrate fraction suggested the trial of antiper- 
nicious anemia concentrates, since this substance is not precipitated b3’’ 
basic lead acetate. A preparation obtained from Eli Lill3' and Compan3' 
containing 2 units per cc. was injected intravenouEl3' (Assa3’ 14 ). The 
actmt3' ■'^as onl3' moderate as compared to that of the whole liver extracts 
and it was concluded that this factor was not involved. The excellent 
regenerating acti^’ity of liver Fraction D, which is very low in the antiper- 
nicious anemia principle, is better evidence for this conclusion. 

The suggestion from the assa3’’ of various liver fractions that more than 
one substance is concerned in blood regeneration under these conditions as 
well as the acti^•ity of the several pure substances recounted above sug- 
gested the trial of a mixture of all of these active substances. Acti'vit3' 
comparable to that of liver extract was obtained b 3 ' a mixture of the S3'n- 
thetic B vitamins, hog bile salts, C3'steine, increased iron, iodine, and hal- 
iver oil (Assa3’s 21 and 35 ). The poor ph3'sical condition of the dogs used 
for assay after man3' months of stead3'- experimentation lends considerable 
weight to the regeneration observed. Especiall3' noteworth3' was the ano- 
re.xia and marked loss of weight of Dog 13 just prior to Assay 35. This 
loss of 3 kilos of body weight was far greater than that usual]3’ encountered 
in our assa3‘ work and indicated a severe deficiencx' or toxicit3’. The sup- 
plement mixture afforded the production of a relativel3' normal mean eiv’th- 
roc3'te volume in Dog 13 but in neither assa3- were the plasma iron levels 
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increased appreciably as is the case when cure is effected Avith liver extracts. 
It is possible that yet another substance in liver controls the level of iron in 
the plasma and perhaps its form or state. The general conclusions which 
may be arrived at from these studies on the milk ration ndll be considered 
after the work on the synthetic ration has been discussed. 

Anemia Studies on Synthetic Ration 

In our studies on the vitamin B complex in the nutrition of the dog we 
have used a highly purified sucrose-casein ration supplemented with .syn- 
thetic vitamins and liver extracts (26, 27). We have found that if such a 
ration is supplemented only with synthetic thiamine, riboflavin, nicotinic 
acid, pyridoxine, pantothenic acid, and choline but no liver extracts a rela- 
tively normal rate of growth results and the animals may be carried on 
such a ration for many months in perfectlj' normal condition (28, 6, 29). 
However, if any one of these six synthetic vitamins is omitted, a fatal defi- 
ciency in young puppies will occur in 4 to 6 weeks. The use of such a 
ration for the study of factors involved in blood regeneration was desirable 
because (a) it would enable us to produce a ration relatively free of any 
single dietary factor and (b) it w'ould enable us to nile out the effect of pos- 
sible unknorvn dietary factors present in natural food materials such as 
milk. 

Since the dogs receiving the synthetic ration supplemented only with 
synthetic vitamins appeared to grow and develop normally, it would seem 
that no other dietary factor is necessary. The normal blood stream which 
the animals maintain on such a ration argues against the necessity of any 
other factor essential for blood formation, as was concluded from the studies 
on the milk ration. If such a factor were existent, it was thought probable 
that the strain of phlebotomy would clearly establish its deficiency. 

Accordingly, four older growing dogs were placed on the basal ration 
used in all of these studies. It has the following composition: sucrose 66 
per cent, acid-w'ashed casein 19, cottonseed oil 8, cod liver oil 3, and salt 
mixture 4.- In addition the dogs received 100 y each of thiamine chloride 
and riboflavin, 2 mg. of nicotinic acid, 60 y of pyridoxine hydrochloride, 
500 y of calcium pantothenate, and 60 mg. of choline chloride per kilo of 
body weight per day. These vitamins in aqueous solution were given 
orallj’’ tw'ice weekly by pipette. The dogs were bled at varying intervals, 
usually eveiy 10 to 13 days, over a period of about 7 months. From 15 to 
25 per cent of the total blood in the dog was removed at each bleeding. 
This volume was mea.surcd and its hemoglobin determined. At the end 

’ The salt mixture of Phillips and Hart (30) with an additional 1.2 gm. of 
MnSOj-4HiO per kilo of salt mixture. The mixture contains adequate iron, copper, 
and manganese but no cobalt salts. 
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of the bleeding period the dogs were allowed 2 weeks to recover and at that 
time a blood sample for analj’sis was taken in the usual manner. The total 
blood volume and hemoglobin removed over the period, the weight changes, 
and the blood chemistrj' and cj'tologj' of the four dogs are given in Table II. 

Dogs 190 and 191 after 65 and 79 days respectivelj" on this regimen were 
then supplemented with 20 mg. per day of cobalt as cobaltous chloride. 
After 82 daj's the level of cobalt was increased to 40 mg. per daj’' and con- 
tinued at this level for the final 58 days of the experiment. From Table II 
it can be seen that these dogs had very little difificult}’- in maintaining a nor- 
mal blood stream even when forced to regenerate four to five such blood 
streams over the experimental period. The cobalt seemed to produce very 
little if any deleterious effect on blood building, although at the higher 


Table II 

Blood Regeneration Studies on Four Older Growing Dogs Receiving the Synthetic Ration 


Dog No , . 

186 

18S 

190 

191 

1 

Total bleeding period, days 

EH 

216 

205 

219 

Initial weight, Iff. 


11.05 

15.8 

14.2 

Final weight, hg. .... 

16.95 

12.65 

16.9 

11.8 

Initial blood volume, liters 

0 94 

0 88 

1.26 

1.14 

Final blood volume, liters 

1.36 

1 01 

1.35 

0.95 

Blood removed over period, liters 

4 82 

3 80 

5.93 

5.09 

Hemoglobin removed over period, ffm. 

Final hemoglobin (2 wks. after final bleeding). 

515 

404 

685 

636 

gm. % . 

13 3 

12.9 

12.2 

14.5 

Final hematocrit, % 

44 0 

44.0 

40.5 

45.0 

mean erythrocyte volume, cu. micra i 

63 

SO 

66 

54 

erythrocyte count, millions per c.mm. 

6 97 

8 85 

6.16 

8.39 

“ plasma iron, y % 

102 

52 

45 

52 


levels there was a tendency to anorexia and loss of weight in Dog 191. 
This was quickly corrected by withdrawal of the cobalt at the end of the 
experiment. This was not observed in Dog 190 and may be explained on 
the basis of the greater size of this dog and consequent failure to show the 
chronic toxicity as quickly. It is of interest that the mean erythrocyte 
volume of the two dogs receiving cobalt was no lower at the end of the ex- 
periment than that of the two dogs without cobalt. Although these values 
may be considered somewhat subnormal, they are much higher than was 
observed on the milk ration. 


DISCUSSION 

The results obtained on the synthetic ration strongly support the thesis 
that there are no “secondary anemia” curing factors essential in the nutri- 
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tion of the dog other than those factors supplied. On our particular ration 
blood regeneration and maintenance were excellent. It is to be emphasized 
that a completely normal blood stream was produced in 2 weeks after ces- 
sation of phlebotomy. Perhaps even less time would be required for this 
regeneration to take place but this was not studied. Of course, it is pos- 
sible that by variation of the components of the diet a need might be cre- 
ated for a new factor. But thus far it would seem that of all of the sub- 
stances necessary for blood building, relatively few are required in the diet 
and the majority must be synthesized either in the tissues or in the intesti- 
nal tract. When, however, the tissues do not receive the few fundamental 
nutrients in proper quantity, there may be an impairment in the synthesis 
of the body-made substances and a new t3'pe of deficiency could arise. 

The studies on the milk ration tend to bear out this conception. Min- 
eralized milk may be regarded as a perfectly complete ration in itself but 
when used to cure a deficiencj^ already existing or to support an animal 
under the strain of phlebotom3'' the border-line concentrations of certain 
dietary factors in milk ma3’^ become outright deficient. S3'nthesis of body- 
made substances necessary in the regeneration of blood might become im- 
paired. The responses to bile salts and uropterin support this suggestion, 
since excellent blood regeneration was observed on the synthetic ration in 
which neither of these substances was included. The factors which might 
be expected to be deficient in the milk ration under the strain of our experi- 
mental conditions are (a) sulfur amino acids, especiall3’’ cystine and cysteine 
which are necessary for the detoxication of cobalt, (b) thiamine and nico- 
tinic acid, (c) vitamin D, and (d) essential fatt3’^ acids. 

The responses to C3'steine indicate that a deficiency of this amino acid is 
clearl3’- possible. Since the animals maintained their weight fairly well in 
the anemic state, it seems improbable that a significant thiamine or nico- 
tinic acid deficiency could be present. The low content of vitamin D and 
the essential fatty acids in the milk diet ma3'^ or ma3' not be important. 
The optimum calcium-phosphorus ratio in milk would lower the require- 
ment for vitamin D to a minimum but the responses obtained with bile 
salts might suggest a suboptimal absorption of the vitamin in the anemic 
animal. The requirement of the dog for linolcic or arachidonic acids for 
normal growth has not been established. Certainly these fat-soluble sub- 
stances could not have been furnished by the curative dose of these liver 
extracts. 

The possibility of an3’’ amino acid deficiency other than C3'steine seems 
quite remote because of the high qunlit3’^ proteins in milk. Some amino 
acid deficiencies have been associated with anemias in the various species. 
Subbarow, Jacobson, and Fiske ( 31 ) isolated Z-t3T0sinc as the' active mate- 
rial in liver extracts which induced rcticulocytosis in guinea pigs. They 
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also found this acid to be a secondarj' factor in blood formation in the 
treatment of pernicious anemia (32). Jacobson and Subbarow (33) have 
made similar claims for trj'ptophanc and list this acid as another accessorj' 
factor in the treatment of pernicious anemia. The need for these two 
amino acids would probably not become apparent on either ration em- 
ploj’ed bj’ us, since both contained casein in adequate quantity. 

Whatever other factors may be involved in addition to those already 
mentioned, it seems apparent that milk is deficient in a few substances 
under our experimental conditions which are directly or indirectlj' involved 
in blood regeneration. The ultimate deficiencj', be it a dietarj- es.sential 
or a substance normally produced bj' the tissues, can be cured wth liver 
extract which would be expected to contain both tj^pes of substances. By 
adding a number of these pure materials in place of liver extract, good 
regeneration of blood can be obtained. 

The small red blood cells obseived in our studies on the milk ration even 
after prolonged liver therapy recall the obsen-ations of Leichsenring and 
Biester (34) on the blood pictm-e of phlebotomized dogs receiving a highly 
purified casein-sucrose ration supplemented with 3.2 per cent dried yeast. 
From their data it seems altogether possible that the cell size reduction ob- 
serv’ed in their dogs was of the same nature as that observed in our own. 

The exact r61e of cobalt in the anemia studies on the milk ration is un- 
certain. WTiether it actuallj' exerts an inhibition of hematopoiesis as sug- 
gested by Frost el al. (4) cannot be established for certain from these 
studies. A number of points should be considered in the evaluation of 
this suggestion. 

The hematopoietic response obtained with cysteine which removes 
cobalt as a biologically inactive complex would indicate that a release from 
an inhibiting effect of cobalt has occurred. That this release is probably 
not due to the mere addition of a missing amino acid to an inadequate 
ration is indicated by the results with the sjTithetic ration in which excel- 
lent regeneration is given with the same protein at a lower percentage in- 
take. The failure of cobalt to inhibit hematopoiesis when added to the 
•SjTithetic ration indicates that toxic effect on the blood-forming tissu&s is 
probablj' not involved but rather an increased requirement has been cre- 
ated for an essential factor which is adequatelj' met bj' the sjmthetic ration 
and inadequatelj’ met bj- the milk ration. It seems probable that the pres- 
ence of this nutritionallj' enormous quantitj' of cobalt in the ration does 
have some retarding effect on blood regeneration. However, other evi- 
dence indicates that the cobalt is onlj' one of a number of factors involved 
in the remission failure. 

To investigate the role of cobalt in the anemia two adult dogs were given 
the mineralized milk ration without the cobalt supplement. When phle- 
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botomized they, too, developed a blood picture identical with that ob- 
served in the dogs receiving cobalt and showed a similar inability to recover 
from the anemia. This effect was probably subject to more variation than 
that exhibited by the dogs receiving cobalt, and a slow remission usually 
occurred when the bleeding was less severe. Rapid regeneration of blood 
resulted when these dogs were given liver extracts. It would appear from 
these studies that an identical deficiency^ may be produced without added 
cobalt although the regeneration failure seems much less consistent. 

The influence of dietary cobalt on iron transportation and storage in dogs 
and rabbits has been studied histologically and chemicallj'^ by Kato (35). 
Marked increases in total blood iron and liver iron were observed when 
cobalt was given, but the spleen and bone marrow showed no such deposits 
unless massive doses of iron wei’e given over a long period of time. Tlic 


Table III 

Influence of Cobalt on Iron Content of Tissues of Dogs Receiving the Mineralized Milk 

Ration 


Dog No. 

Daily cobalt 
supplement 

Fioal hemoglobin , 
concentration 

Iron content of tissues per 100 gm. 
fresh weight 


Liver 

Spleen 


frt£. 

gm. ftr cent \ 

tnf. 1 

mg. 

26 

None 

14.6 

10.8- 

25.3 

27 

20 

16.7 

7.34 

23.9 

94 

20 

9.2 

8.86 


30 

20 

8.2 

9.62 


23 

20 

8.4 

3.74 


24 

20 

11.6 j 

1 4.85 



conclusion was reached that the presence of cobalt increased the utilization 
of iron. 

In our studies on the milk ration the low plasma iron values observed in 
the anemic dogs suggested an impaired utilization of iron. Iron analyses 
were therefore performed on liver and spleen samples from some of the 
dogs used in these studies and are recorded in Table III. The results arc 
somew'hat variable but it can be seen that cobalt feeding did not increase 
the amount of iron in the liver as Kato observed in rabbits. On the other 
hand, only two of the five dogs fed cobalt showed a low liver iron, the other 
three being in the normal range. The r61e of cobalt in the storage of liver 
iron seems doubtful on the basis of these studies although the constant 
demands on body iron stores brought about by the phlebotomy might have 
obscured this effect. 

The studies on the milk ration bring forth a parado-xical situation in 
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regard to blood plasma iron content. During the period of negligible he- 
moglobin formation the plasma iron was verj' low. However, when liver 
was supplied and hemoglobin formation was extremely rapid, the plasma 
iron invariably rose to ven- high values. This beha\'ior is quite opposite 
to that obsen'ed by ^loore el al. (36) in their studies on human anemia 
patients. They found that under conditions of rapid blood regeneration, 
where iron, available for hemoglobin formation, would conceivabl 3 ' be re- 
moved by the hematopoietic tis.=:ues, the plasma iron values were low 
(pernicious anemia patients in remission, and acute hemorrhage patients). 
Low values were also found in iron deficiencj'. High values were found 
after ingestion of large quantities of iron salts, in clinical states character- 
ized bj' diminished hemoglobin formation (aplastic anemia and pernicious 
anemia in relapse), and in the hemolj-tic anemias. The failure on the part 
of our animals to reflect passiveh' a plasma iron level dependent on hemo- 
globin synthesis suggests instead that the plasma iron level is actively reg- 
ulated by some substance contained in liver. It is conceivable that an 
impaired liver function in these deficient animals results in inadequate .syn- 
thesis of such an iron-mobilizing factor. 

SCinLARV 

1. Adult dogs rendered anemic by phlebotomy failed to respond to iron 
and copper when high levels of cobalt were added to the whole milk ration. 
Rapid regeneration of blood occurred when this ration was further supple- 
mented nith whole diy liver or liver extracts. 

2. The actmty of liver preparations could not be whoUy replaced by 
synthetic B ^•itamins, bile salts, cysteine, uropterin concentrates, and high 
levels of iron when fed indmdually. IlTien these supplements were fed 
together blood regeneration comparable to that produced by liver prepara- 
tions was obsen’ed. The blood plasma iron, however, was not mobilized 
as always occurs with liver therapy. 

3. Dogs receiving a highly purified ration supplemented only with syn- 
thetic vitamins retained their ability to regenerate a normal blood stream 
after subjection to severe phlebotomy for many months. This regenera- 
tion was complete in 2 weeks. 
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A COjMPAIIISON OF THE DISPOSITION OF INJECTED GLUCOSE 
IN TWD STRAINS OF RATS* 

Br JAitES M. ORTEN and GEORGE SAYERS 

(From the Department of Physiological Chemistry, Wayne Unirersity 
College of Medicine, Detroit) 

(Received for publication, April 29, 1942) 

The occurrence of a low tolerance to orallj- or intraperitoneally adminis- 
tered glucose in adult rats of the Connecticut Agricultural Experiment 
Station (Yale) strain has been demonstrated (1, 2). The “diabetes” is 
hereditarj' (3) and its incidence increases with age (1), approximatelj' 75 
per cent of the adult males and 50 per cent of the adult females showing the 
condition. In manj' animals there occur unpredictable alternations be- 
tween low and normal tj-pes of tolerances to glucose. The condition has 
been attributed to some dysfunction of the anterior pituitan* gland (4). 

Any of a number of biochemical derangements of carbohydrate metabo- 
lism ma}' be involved in causing the obsen’ed diabetic tj-pe of tolerance 
to administered glucose. These might conceivably include an increased 
rate of absorption of glucose, a decreased renal excretion of glucose, an 
impairment in the mechanism of glycogenesis, an e.xcessive degree of glyco- 
genolysis, a lessened rate of carbohydrate o.xidation, or a decrease in the 
rate of transformation of carboh 3 'drate to fat. 

The purpose of the present investigation was to obtain information on 
these possible chemical abnormalities of carbohj'drate metabolism in the 
Yale strain of rat bj' deter minin g the disposition of injected glucose in these 
and normal control animals. 


EXPERrWEXT.VL 

Healthy adult male and female rats of the Connecticut Agricultural 
Experiment Station (Yale) and Wistar strains wei ghin g from 250 to 400 gm. 
were used. They were fed the stock colonj- ration ad libitum, except for a 
period of 3 days prior to glucose administration, when thej' were fed dailj- 
10 gm. of stock diet per 250 gm. of bodj- weight =5=1 gm. for each 50 gm. 
de\’iation in body weight. This procedure was adopted to lessen varia- 
tions in stored carbohj’-drate due to abnormal food intake. 

* Aided by a grant from tbe Committee on Therapeutic Research, Council on Phar- 
macy and Chemistry, American Medical .Association. 

The data in this paper were taken from a dissertation presented by George Sayers 
in partial fulfilment of the requirements for the degree of Master of Science in Wayne 
University, 1941. 

Preliminary reports were made before the -American Society of Biological Chemists 
at Chicago, April, 1941, and at Boston, April, 1942. 
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DISPOSITION OF INJECTED GLUCOSE 


All animals were fasted 16 to 18 hours before experimentation. The 
fasting blood sugar level was then determined by the Hagedom and Jensen 
method (5) as modified by Kramer and Steiner (6) on blood obtained from 
a tail vein. Anhydrous glucose (Pfanstiehl) was injected intraperitoneally 

weight as an 8.75 per cent solution 
(38 ) from a graduated pipette and the animals were placed in metabolism 
cages. Experiments on uninjected control rats and Wistar and Yale ani- 
mals weie run simultaneous! to compensate for possible variations due to 
environmental conditions. 

At the end of a 5 hour period, the blood sugar level was again determined 
and the animals were anesthetized ivith nembutal. Bladder urine was 
CO ected quantitatively through a mid-line incision and the sugar content 
0 this urine together with that voided during the 5 hour period was deter- 
mined by the Hanes (7) macromodification of the Hagedom and Jensen 
method. The unabsorbed fermentable carboh5rirate content of the peri- 
toneal fluid, collected quantitatively through the incision, was determined 
y tlm same method. The liver was then quiclcly removed and, separately, 
it and the remaining carcass were rapidlj' frozen in an ether-solid carbon 
loxide mi,vture. The tissues were fine!}'- minced in the frozen state and 
le caibohydrate content ivas determined. Liver and carcass glycogen 
were determined in duplicate upon aliquots of these tissues by a slight modi- 
fication of the Good, Kramer, and Somogyi method (8). The values were 
expressed in ternis of the fermentable carbohydrate resulting from the 
h3'drolysis of the glycogen. “Free” sugar and total acid-hydrolyzable 
car ohj^diatc were also determined on duplicate aliquots of the minced 
liver and carcass, by the Blatherwick (9) and Cori zinc precipitation (10) 
procedures lespectively. Again as in all other analj'ses the values were 
corrected for non-femicntable reducing substances. The portion of the 
injected glucose deposited in the tissue of the experimental animals was 
token to be the amount in excess of that present in the uninjected controls. 
The data permitted the determination of this value by two means; one, 
Ca culated as free sugar plus glycogen, was in excellent agreement ivith 
rile other obtained through the use of total acid-hydrolyzable carbohydrate. 
The glucose absorbed and retained minus that deposited represented the 
amount oxidized or transformed to fat or other substances. 

„ attempt was made to classifj'- the Yale animals into “normal” and 
diabetic as has been previously done because of the alternations betw'een 
the two types of glucose tolerances observed in many of these animals. 

Resulls 

The average results obtained on uninjected and injected rats of the 
Wistar and Tale strains, together with standard deviations and significance 
ratios, are given in Table I. 
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It is evident from these data that there are differences between the unin- 
iected and injected rats of the two strains. The fasting blood sugar level 
is significant!}' higher in the uninjected Yale strain rats, as probably are 
also the free carbohydrate, glycogen, and total acid-hydrolyzable carbo- 
hydrate contents of the liver. Smaller differences of questionable signifi- 
cance exist in the values obtained on carcass carbohydrate. 

There are also striking differences between values obtained on the 
glucose-injected rats of the two strains, except in the case of the absorption 
and renal excretion of glucose which are almost identical, as previously 

Table I 

Disposilion of Injected Glucose in Wistar and Yale Rats 


The values are expressed as mg. of glucose per 100 gm. of body weight. 




Glu- 

GIu- 


Liver 

RemainiBg carcase 

Group 

Value 

cose 

ab- 

sorbed 

cose 

ex- 

creted 

Blood 

sugar 

"Free” 

sugar 

Glyco- 

gen 

Total 

carbo- 

drate 

"Free” 

sugar 

GI>co- 

gen 

Total 

carbo- 

hy- 

drate 





ficr (fftt 







Wistar, uninjected 

Average 



66 

2.1 

5.4 

10.3 

19 

253 

263 

(6 rats) 

S.D. (±) 



10.3 

0.4 

3.8 

5.5 

6.6 

56.6 

53.1 


S.r.* 



5.81 

4.65 

3.15 

2.98 

1.20 

0.58 

1.27 

Yale, uninjected 

Average 



77 

2.8 

10.6 

17.4 

22 

239 

285 

(6 rats) 

S.D. (±) 



4.7 

0.4 

4.7 

6.7 

6.5 

68.2 

34.0 

Wistar, injected 

Average 

277 

3.0 

115 

6.4 

45.3 

54.9 

42 

359 

389 

(9 rats) 

S.D. (i) 

35.6 

1.5 

25.0 

0.9 

21.6 

19.1 

11.4 

60.8 

48.7 


S.r. 

0.0 

0.88 

5.19 

3.89 

2.37 

1.96 

4.37 

6.70 

2.26 

Yale, injected (10 

Average 

277 

4.0 

219 

8.5 

30,7 

43.2 

70 

234 

346 

rats) 

S.D. (±) 

28.4 

5.3 

90.4 

2.2 

18,0 

19.6 

24.5 

57.0 

69.4 


* S.r. expresses the significance of the difference between the averages immedi- 
ately above and below in the same vertical column. These values are calculated by 
the procedure given by Sherman (11). 


reported (12). The terminal blood sugar values are markedly higher in 
the Yale strain rats, as has been described (1, 2). The free fermentable 
carbohydrate content of the livers of the Yale rats is significantly greater 
and the glycogen and total acid-hydrolj'zable carbohydrate contents are 
significantly lower than those of the Wistar animals. Similar but even 
greater differences exist in the values obtained on the remaining carcass. 
The free sugar is higher, whereas glycogen and total carbohj’drate values are 
lower in the Yale animals. The difference was ev'en more pronounced in 
the more severely “diabetic” animals of the group, the differences parallel- 
ing, in general, the magnitude of the terminal blood sugar value. 

The values obtained on liver glycogen confirm those previousl}' reported 
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Table II 

Dtsposilion of Injected Glucose in Wistar and Yale Rats 


All values are expressed as mg. of glucose per 100 gm. of body weight. 


Group 

1 

Value 

1 

Total carcass carbohydrate* 

Glucose ab- 
sorbed and 
retained 

Glucose 

oxidized, 

etc. 

Injected 

rats 

Unlnj'ected 

controls 

Difference 

Wistar 

Average 

453 

280 

173 

274 

■H 


S.D. (±) 

51.3 

60.7 

51.3 

35.6 



Significance ratio 

6.08 

0.23 

5.74 

0.0 

4.1G 

Yale 

Average 

343 

274 

69 

273 

204 


S.D. (±) 

65.2 

73.1 

65.2 

28.4 

67.6 


* Calculated from “free” glucose + glycogen values. The same values may he 
calculated by using the figures for “Total carbohydrate” from Table I. 
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Fig. 1. Disposition of injected glucose in Wistar and Yale strains of rats 


(12) on a group of twenty-two Yale rats. Tlie average of the liver gb'cogen 
values obtained on these rats following glucose injection was 1.02 per cent, 
whereas those of ten control Wistar rats averaged 1.92 per cent. Similar 
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differences were found in the muscle glj'cogen values. The muscles of the 
Yale strain of rats averaged 0.67 per cent glycogen, whereas those of the 
controls averaged 0.76 per cent. The foregoing differences were found to 
be statistically significant. The significance ratio for the liver glycogen 
values was 7.5 and for the muscle gl 3 ’’cogen, 3.0. 

As shown by the data given in Table II, the amounts of glucose oxidized 
and transformed were much greater in the Yale rats than in the Wistar 
animals. 

A summary of the disposition of the injected glucose in the two strains of 
rats is given in Fig. 1. The differences between the amounts of “free’’ 
sugar and of glycogen present in the tissues of the two strains of injected 
rats are even more convincing when the values are corrected for the 
amounts of these substances present in the tissues of uninjected, fasting 
controls. 


DISCUSSION 

It is evident from the foregoing data that the outstanding chemical 
differences between the Yale rats and the Wistar rats involve the amounts 
of glycogen and “free” sugar in the tissues, and the amount of glucose 
disposed of by oxidation, by transformation, or by oxidation and trans- 
formation. 

The lower values for liver and tissue gljxogen and the higher levels of 
free fermentable sugar observed in the Yale rats may be interpreted as 
evidence of an impairment in the mechanism of glycogenesis in this strain 
of rats. Such an e.xplanation might satisfactorilj' e.xplain the entire re- 
sults obtained in these animals; e.g., the low tolerance to injected glucose, 
the high blood and tissue sugar levels, and the low gljxogen values. The 
apparently greater amount of carbohydra'te oxidized (etc.) in these animals 
might then be regarded as a compensatory glucose-disposing mechanism. 
An impairment in the ability of the organism to store gtycogen in the liver 
has been suggested bj" Newburg and Coim (13) as a possible etiological 
factor in certain tj-pes of human diabetes. These authors suggest that the 
decreased rate of glj’cogenesis maj’’ be related to the presence of excessive 
amounts of fat in the liver. Comparison of the amounts of fat in the 
livers of a limited number of norma! and “diabetic” rats, however, has 
revealed no consistent differences between the two strains of aninials (14). 
It has recentty been reported (15) that fatty livers produced by feeding 
low protein diets store as much glj'cogen as do normal livers. 

The present obserr-ations may also be satisfactorilj' explained bj^ postu- 
lating that there Ls an increased rate of glj'cogenotysis in the Yale strain of 
rats following glucose injection. Such a hj-pothesis maj' be supported bj- 
the claim that the Yale strain of rat is more sensitive to epinephrine than 
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the Wistar animal (4) and also conceivably by the fact that the adrenals 
of at least male Yale rats are heavier than those of male Wistar rats (16). 
Further support of the suggestion that an increased rate of glycogenolysis 
possibly related to hypcradrenal medulla activity may be related to the 
diabetic tendenc 3 " in the Yale rat has been obtained from a group of “de- 
medullated” diabetic rats which showed a normal tolerance to glucose 
following demedullation (14). 

The large amount of glucose apparentl}'' oxidized by the Yale rat sug- 
gests that a lack of insulin is not responsible for the poor tolerance to 
injected glucose. In this connection, it is interesting that the ratio of 
gl 3 "cogen formed to glucose oxidized in the AVistar animals (1.44) is almost 
exactly the same as that observed by Cori and Cori (17) (value 1.38), 
whereas the ratio in the Yale rats (0.073) is even less than that obtained by 
Cori and Cori on in.sulinized animals (0.87). 

SUMMARY 

The disposition of intraperitonealty injected glucose was detennined in 
AVistar and Yale strains of rats. 

No significant difference was observed in the peritoneal absorption or 
renal excretion of the glucose in the two strains of animals. 

There were, however, significantly smaller amounts of glycogen in the 
liver and remaining carcass of the Yale rats and significantly large'r amounts 
of “free fermentable” sugar. 

From values obtained by difference it appears that the Yale animals 
dispose of more of the glucose by oxidation, by transfoimation, or by 
oxidation and transformation than do AA^istar rats. 

It is suggested, therefore, that the low tolerance to injected glucose 
observed in the Yale strain of rats is related to an impairment in the 
mechanism for the deposition or retention of glycogen in the liver and 
tissues. 
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THE EFFECT OF pH ON THE LACTIC ACID FERMENTATION 
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Ithaca) 

(Received for publication, June 1, 1942) 

In the fermentation of glucose, homofennentative lactic acid bacteria 
(streptococci and lactobaciUi) are generaUj' considered to jdeld 85 to 98 
per cent of the sugar fermented as lactic acid (1-3). Traces of volatile 
acids, largely acetic, have been reported (2). Some workers have sug- 
gested that this may arise from a secondary fermentation or oxidation of 
lactic acid (4). 

In contrast to this, Friedemann (5, 6), in studies of a number of strepto- 
cocci and pneumococci, has reported the presence of appreciable quantities 
of formic and acetic acids and ethyl alcohol in the molecular proportion of 
2:1:1. ■‘Several earlier -workers have reported the presence of formic acid 
among the fermentation products of streptococci (7, 8), some ha%'ing sug- 
gested that the formic acid is formed from lactic acid, especially under 
alkaline conditions (9). More recently Barron and Jacobs (10) have re- 
ported the production of formic and acetic acids from p 3 TU'vic acid by 
resting cells of hemolytic streptococci. 

In view of the suggestion (9) that formic acid was formed in an alkaline 
medium, the present study was undertaken in order to determine whether 
the pH of the fermentation medium would affect the jdelds of lactic and 
volatile acids. A nrember of the enterococcus group of streptococci was 
selected for study because of the wide range of pH under which these or- 
ganisms ■will grow and ferment. While the results foimd maj”- not applj*^ to 
all lactic acid organisms, a partial explanation for the differences found bj' 
various investigations is at hand. In addition to the greater jdelds of 
volatile acids and ethjd alcohol the formation of a polj^accharide at alka- 
line reaction, causing the fermentation medium to become -viscous, is 
reported. 


Methods 

Bacteriological — ^The culture used. Streptococcus liquefaciens, Strain 815, 
was from the departmental culture collection. It conformed to the cul- 
tural and serological characteristics of an enterococcus, Lancefield Group 
D (11). Resting cell suspensions of this organism have been pre-vdously 
studied and foxmd to produce in excess of 90 per cent of the glucose fer- 
mented as lactic acid (12). 
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1)H AND LACTIC ACID PKHMENTATION 


The medium used in this stud}"^ contained 1 per cent tryptone, 0.2 per 
cent yeast extract, and 0.1 per cent K2HPO4. (In those experiments de- 
scribed in Figs’. 1 and 2, 1 per cent K2HPO4 was used.) Glu- 
cose was sterilized separatelj'^ and added to the medium aseptically to 
give a final concentration of 1 per cent. The fermentation flasks were 
inoculated with 0.1 per cent of a 12 hour culture and incubated at 37°. 
At the end of the fermentation period suflicient n H2SO4 was added to 
bring the pH below 3, In those experiments in which the reaction wn.s 
held at a constant pH, 2 m Na2C03 was added as required. The indicators, 
added in aqueous solution, were brom-cresol green for pH 5.0, brom-thymol 
blue for pH 7.0, thjmol blue for pH 9.0, and phenol red for pH 7.5±. 

Chemical — Residual sugar and lactic acid were run on Somogyi filtrates 
(13), the sugar according to the Folin method (14) and the lactic acid by the 
method of Friedemann and Graeser (15) or by that of Barker and Summer- 
son (16), depending on the amount of acid present and the size of the sample 
available. The two methods for lactic acid gave similar results when run 
on a given sample. The volatile acids were recovered by steam distilla- 
tion, an aliquot was titrated, and formic acid determined by the reduction 
of mercuric chloride to calomel (17). The acetic acid was determined by 
difference after suitable correction for blanks and recoveries. The 
identities of the acids present were established by the method of Osburn, 
Wood, and Workman (18). The alcohol was identified as ethyl by the 
same method after oxidation to acetic acid by K2Cr07 in acid solution. 
The alcohol was determined quantitatively by the method of Friedemann 
and Klaas (19). 


Results 

Three 500 ml. Erlenmeyer flasks containing 300 ml. of medium were 
inocidated, adjusted respectively to pH 5, 7, 9, and incubated 24 hours. 
During the growdh and fermentation the pH was held at the starting value. 
The yield of lactic acid decreased ivith increased pH (Table I). This was 
accompanied by an increase in the volatile acids and alcohol in the ap- 
proximate ratio of two of formic acid to one each of ethyl alcohol and acetic 
acid, as suggested by Friedemann. In all cases the ethyl alcohol was 
slightly lower than was expected and the acetic acid correspondingly higher. 
Since it is known that these organisms oxidize ethyl alcohol to acetic acid 
(20), it is possible that some o.xidation occurred during the fermentation 
owing to the difficulty involved in keeping anaerobic conditions while 
alkali was being added. The oxidation-reduction balances would support 
this contention or indicate that some other reduced product occurs and 
has not been detected. The low carbon recoveries at more alkaline re- 
actions may be partially accounted for by the formation of a polysaccharide 
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which accumulated as the fermentation progressed, lea^dng the medium 
very viscous. Due to difficulties eneountered in the separation and puri- 
fication of this material, no quantitative estimations were made. 

In a series of experiments in which neutralization was accomplished by 
addition of n NaOH, similar results were obtained but growth was not so 
good, possibly because ovemeutralization was difficult to avoid. Similar 
results were also obtained with a culture of Streptococcus faecalis, 
Strain lOCl. 

In a second set of experiments 800 ml. of medium in 1 liter Erlenmeyer 
flasks were used and 100 ml. samples were taken at intervals as the fer- 
mentation progressed in order to determine the rate of formation of the 
various products. In this case 1 per cent KjHPOi was added to the 

Table I 

Effect of pH on Products 

The medium consisted of 1 per cent tryptone, 0 2 per cent yeast extract, 0 1 per 
cent KtHPOi, 1 per cent glucose. The entire fermentation was carried out at the 
pH indicated. The products are measured in mv per 100 mil of C, (glucose X 2) 
fermented. 



pH 5 0 

pH 7 0 

pH 9 0 

Lactic acid 

87 

73 

61 

Acetic “ . 

6.1 

9.4 

15.6 

Ethyl alcohol 

3.5 

7.3 

11.2 

Fonnic acid 

7.7 

16 8 

26.4 

Carbon recovered, % 

95 

90 

88 

Oxidation-reduction balance .... 

1.02 

1.18 

1.18 

Ratio, formic to acetic ethyl 

2:2.7 

2:1.96 

2:2.03 

Glucose X 2 fermented per liter, msi 

63.6 

112 

112 


medium instead of 0.1 per cent in order that the conditions would be analo- 
gous to those used by Friedemann (5, 6). During the early part of the 
fermentation period lactic and formic acids increased at approximately 
equal rates (Fig. 1). At 5 hours the lactic acid accounted for about 40 per 
cent of the sugar fermented and the volatile products for about an equal 
quantity. At this time the pH had fallen from an initial value of 7.8 
to 6.5. From the 5th hour on (pH 6.5), the cun-e for lactic acid production 
is parallel to the cur\m for sugar fermented, during which time the increase 
in volatile products is negligible. After the 6th hour the rate of fermenta- 
tion decreased as the limiting pH for the culture u as approached but lactic 
acid continued to accumulate slowly until it accounted for 71 per cent of 
the sugar fermented in 24 hours, at which time the fermentation was 
stopped. These data indicate that the rate of production of volatile acids 
and alcohol was appreciable only at a pH greater than 6.5. 
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Fig. 1. Streptococcus liguefaciens, Strain 815. Amount of glucose used and 
products formed during fermentation when the pH is allowed to fall. Medium, 0.2 
per cent yeast extract; 1 per cent each of tryptone, glucose, and KjHPO*. 



Fig. 2. Streptococcus liguefaciens. Strain 815. Amount of glucose used and prod- 
ucts formed during fermentation when the pH is held above 7.0. Medium, 0.2 per 
cent yeast extract; 1 per cent each of tryptone, glucose, and K-HPOj. 

A duplicate flask of the medium used in Fig. 1 was inoculated and held 
at a pH between 7.5 and 8.0 throughout the fermentation period by the 
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addition of 2 m Na-COj as required. 100 ml. samples were likewise taken 
at intervals for analysis. As shown in Fig. 2, all the produets continued 
to accumulate until the sugar was exhausted. In this experiment the vola- 
tile acids and alcohol reached about twice the concentration reached in the 
experiment shown in Fig. 1. At 24 hours the lactic acid accounted for 56 
per cent of the sugar fermented, as compared with the 71 per cent in the 
preiious experiment. The carbon recoveries were better than 90 per cent 
in the earlj' part of the experiment but fell to 82 per cent at 24 hours. 
Whether this could be completely accounted for bj' the accumulation of 
slime was not determined for reasons preidously mentioned. In this ex- 
periment the analyses indicated a slight decrease in lactic acid from the 
7th to the 24th hour. 

The slime which forms in alkaline fermentations causes the medium to 
become very’ tocous. It can be precipitated by acidification or by the 
addition of 1 volume of alcohol. Once precipitated, it does not dissolve 
readily e.xcept in normal alkali, from which it can be reprecipitated with 
acid or alcohol. Due to the limited solubility, its rotation could not be 
determined. The material which is slowly hydrolyzed by boiling 1 n 
HjSOi yields some reducing sugar, but not a test for ketose by the Seliwanoff 
method. The purification and study of this material are being continued. 

DISCUSSION 

That the fermentation products of such organisms as Clostridium aceto- 
buiyiicum and Aerobacler aerogenes are affected by the reaction of the 
fermentation mixture is well knonm. The data here presented indicate a 
similar alteration in the yield of various products among certain strains of 
streptococci. The data of Friedemann (5, 6) are interpreted to indicate 
that the effect is present among a number of other strains which he ran 
under conditions analogous to those used' in this work. 

The suggestion is offered that the effect of pH is one of the important 
factors involved in the difference in results reported by such workers as 
Friedemann -with highly buffered media and Langwell (8) with cultures 
neutralized daily, and the workers who have run their fermentations under 
the acid conditions optimum for lactic acid production (1, 3). 

It should be noted that the ratio of volatile products, formic and acetic 
acids, and ethyl alcohol is similar among enteric bacteria lacking hydro- 
genlyase {Eberlhella typhosa), some pneumococci (5), and Streptococcus 
liquejaciens grown under alkaline conditions. 

It is suggested that this factor may also help to e.\-plain the results ob- 
tained by Friedemaim (21) and attributed by him to the age of the culture. 

.Although large quantities of poly’saccharides have been reported to be 
formed from sucrose by various streptococci (22), we are not aware of pre- 
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vious reports of the formation of such substances from glucose by these 
organisms. The significance of this substance should be investigated 
further. 

SUMMARY 

A homofermentative lactic acid organism, Streptococcus liquefadens, has 
been shown to form large quantities of formic and acetic acids and ethyl al- 
cohol in the ratio of 2: 1 : 1 during the fermentation of glucose in a buffered 
protein-rich medium. This observation confirms the results ivhich Friede- 
mann obtained with a number of streptococci. 

The reaction of the fermentation medium was shorni to be an important 
factor in the production of these substances. 

When the reaction is held at or above pH 6.5, the combined yields of 
formic and acetic acids and ethyl alcohol may account for 25 to 40 per cent 
of the sugar fermented \vith the yield of lactic acid falling to 60 per cent 
or less. 

The formation of a polysaccharide under alkaline conditions of fermenta- 
tion is reported. 
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THE EFFECT OF SULFAGUANIDINE ON RAT GROWTH AND 
PLASMA PROTHROMBIN* 
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PAUL LINK 

(From the Department 0 / Biochemistry, College of Agriculture, University of 
Wisconsin, Madison) 

(Received for publication, June 22, 1942) 

Marshall and coworkers (1) first prepared the drug suHaguanidine and 
described it as an effective bacteriostatic agent for intestinal organisms. 
It appeared to us, therefore, to be a useful tool for the inhibition of syn- 
thesis of nutritional factors *by intestinal bacteria. We found (2) that 
when it was included in a sjmthetic ration at a 0.5 per cent level the drug 
greatly reduced the grondih of young rats, and that liver extract and p- 
aminobenzoic acid antagonized this effect. These results have been con- 
firmed by Mackenzie et al. (3). Though vitamin K was known to be 
supplied to the rat by its intestinal flora, we found no lengthening of the 
clotting time of whole blood from rats receiving sulfaguanidine (2). Be- 
cause the prothrombin level can be considerably reduced before a length- 
ening of the clotting time of whole blood or plasma is detected (4, 5), we 
have extended this work to include determinations of the plasma pro- 
thrombin time of diluted plasma from rats receiving the drug. The 
results show that the retarded growth caused bj' sulfaguanidine is accom- 
panied by a state of hypoprothrombinemia, as measured by the prothrom- 
bin time of 12.5 per cent plasma. These effects of sulfaguanidine can be 
counteracted by several substances. 

EXPEUIMKNTAL. 

The basal ration consisted of sucrose 76, purified casein 18, salts 4,* 
com oil 2, choline h 3 -drochloride 200 mg., nicotinic acid 2.5 mg., calcium 
pantothenate 2 mg., and 0.3 mg. each of thiamine, pyridoxine, and ribo- 

• Published with the approval of the Director of tlio Wisconsin Agricultural Ex- 
periment Station. This work was supported in part by a grant from the Works 
Progress Administration. 

We are indebted to Merck and Company, Inc., Rahway, New Jersey, for supplies of 
thiamine, nicotinic acid, vitamin Bj, calcium pantothenate; to the Abbott Labora- 
tories, North Chicago, Illinois, for haliver oil; and to the Calco Chemical Division, 
-American Cyanamid Company, Bound Brook, New Jersey, for sulfaguanidine. 

t Eli Lilly and Company Fellow. 

' Salts 4 (Hegsted, D. M., Mills, R. C., Elvehjem, C. A., and Hart, E. B-, J. Biol. 
Chem., 138, 459 (1941)). 
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EFFECTS OF SULFAGUANIDINE 


flavin. 2 drops of haliver oil were given weekly to each rat. Weanlmg 
male rats were used in all experiments and the growth rate was determined 
over a 5 week period.^ The prothrombin time was determined by the 
modified method of Quick on plasma diluted with saline to a concentration 
of 12.5 per cent (4, 6). Blood was obtained by heart puncture from ani- 
inals under ether anesthesia. The thromboplastin used in the determina- 
tion was prepared from rabbit brain. Plasma from rats is relatively 
uniform in its prothrombin activity; the average clotting time of 12.5 per 
cent plasma is 39 seconds (range 36 to 45 seconds) (6). It was found that 
inclusion of 0.5 per cent sulfaguanidine in the ration increased the pro- 
thrombin time to a maximum value in 4 weeks, and subsequent determina- 
tions showed no significant increase or decrease between the 4th and 8th 
weeks. The values given in Tables I to III are averages of several deter- 
minations on each rat made between the 4th and 8tli weeks on the ration, 
o determine the chemical stability and solubility of the sulfaguanidine- 

antagonizing factor of liver extract, several preparations from this material 
were made. 


Liver Preparations 

Heal Stability A neutral 20 per cent solution of liver extract and a 20 
pei cent solution of liver extract containing 50 gm. of concentrated HsSO* 
per liter were autoclaved for 5 hours at 120® (Experiments 4 and 5, Table 
I). A 20 per cent solution of liver extract containing 45 gm. of solid NaOH 
per liter was heated on the steam bath for 5 hours at 87° (Experiment 6). 
The fractions were neutralized and concentrated in the usual manner for 
feeding as daily supplements. 

Nont Fractions K 4 per cent solution of liver e.xtract acidified with 
H2SO4 to thymol blue was stirred twice for periods of 1 hour with an amount 
of norit equal to one-half the weight of liver extract in solution. After 
filteiing and wasliing, the adsorbed material was eluted from the norit by 
stirring with three successive portions of 5 per cent NH4OH, each portion 
being equivalent to 10 times the weight of the norit. Each fraction was 
neutralized and concentrated for feeding as a daily supplement (Experi- 
ments 7 and 8, Table I). 

Ether Ezirachoiis— One portion of the norit eluate was acidified to thymol 
blue and one alkalinized to phenolphthalein and each extracted continu- 
ously for 3 day'’s ivith purified ethyl ether. The ether was removed vi 
vacuo and the fractions prepared for feeding as above (Experiments 9 to 
12, Table I). 

Calcium Precipitation— A portion of norit eluate equivalent to 128 gm. 
of liver extract was concentrated to 25 ml. 10 gm. of CaCl2-2H50 were 
added,- and the solution neutralized with 10 per cent KOH and added to 



BLACK, OVERJU.X, ELVEHJEM, AND LIXK 


139 


300 ml. of 95 per cent alcohol. The precipitate was washed twice with 95 
per cent alcohol and the calcium remo%*ed from its aqueous suspension 
with (E.x'periments 13 and 14). 

Lead Precipitation — A lead precipitation was performed on the norit 
eluate with lead subaeetate by the usual procedure and the lead removed 
from both fractions with HjS. The PbS from each fraction was washed 

Table I 

Growth Rale and Prothrombin Time* of Rats Receiring Synthetic Ration with 0.5 Per 
Cent Sulfaguanidine Plus Preparations of Liter Extract and Grass Juice 


Preparations fed, equivalent to 0.6 gm. of liver e.xtract. 


Ex- 

periment 

No. 

Dally supplement 

No. of 

nts 

Weekly 

groTrth 


1 

Control, no sulfaguanidine 

I 

fi 

XrJ. 

24,S 

1 sec. 

38 

2 

” with sulfaguanidine 

i ^ 

8.7 

1 113 

3 

0.3 gm. liver extract 

i 

32.1 

S 38 

4 

Neutral, autoclaved liver extract 

! 3 



5 

Acid, autoclaved liver extract 1 

i 3 



6 

Alkali-treated " " ' 

' 3 



7 

Norit filtrate j 

! 8 

17.1 


8 

“ eluate i 

i ® 

28.2 


0 

Acid ether extract 

1 S 

14.4 


10 

“ “ residue 

3 

22.1 


11 

Alkaline ether extract 

3 

16.1 

61 

12 

" “ residue 

3 

23.3 

46 

13 

Calcium filtrate 

3 



14 

" PPt. 

3 

25.4 1 


15 

Lead ppt. -1- lead filtrate 

3 

11.5 1 


16 

Superfiltrol eluate 

1 3 

22.1 

45 

17 

Fullers* earth filtrate + butanol eluate 

1 3 



18 

0.6 gm. grass juicef i 

i ® 

29.6 i 

35 


* Prothrombin time of 12.5 per cent plasma (1 part plasma, 7 parts saline), 
t Grass juice supplied by the Cerophyl Laboratories, Inc., Kansas City, Missouri. 


with hot water and the washings added to the eorresijonding fraetion 
(Experiment 15, Table I). 

Fullers’ Earth Adsorption — A solution of norit eluate acidified to thymol 
blue with H:SO< was shaken on a mechanical shaker with two portions of 
fullers’ earth, each equivalent in weight to the solid material in solution, 
for periods of 1 hour. After the fullers’ earth had been filtered and washed, 
an elution of the adsorbed material was attempted by refluxing twice with 
n-butanol. The butanol was removed in vacuo and the fractions prepared 
for feeding (Experiment 17, Table I). 
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Superfdirol Elualc — This was prepared by the procedure of Hutchings 
el al. (7) (Experiment 16, Table I). 

DISCUSSION 

The addition of sulfaguanidine to the S 5 mthetic diet reduced the growth 
of the rats from the normal rate of 25 gm. per week to about 9 gm. The 
average prothrombin time of the 12.5 per cent plasma from these animals 
was prolonged from the normal value of 36 to 45 seconds (6) to an average 
of 113 seconds. Liver extract (Table I) or p-aminobenzoic acid (Table II) 
coimteracts both effects of the sulfaguanidine, while vitamin K (2-methyl- 
1,4-naphthohydroquinone diacetate) prevents only the hypoprothrom- 
binemia. 


Table II 

Growth Rate and Prothrombin Time* of Bats Receiving Synthetic Ration with 0.5 Pei 
Cent Sulfaguanidine, Plus p-Aminobenzoic Acid Orally and Subcuta- 
neously, and Vitamin K (S-Methyl-l,4-naphthohydroquinone 
Diacetate) Orally 


Ex- 

periment 

No. 

Daily supplement 

No. oI 
rats 

Weekly 

growth 

Average 

pT0«, 

thrombin 

time 

1 

3.0 mg. p-aminobenzoic acid 

12 

22.4 

47 

2 

300 7 " " 

6 

22.4 

43 

3 

160 7 " “ 

6 

20.3 

52 

4 

50 7 " 

6 

14.1 


6 

300 7 “ “ subcutaneously 

8 

20.4 

53 

6 

150 7 “ 

8 

20.1 


7 

1 mg. vitamin K per kilo ration 

10 

9.3 



* Prothrombin time of 12.5 per cent plasma. 


With the exception of vitamin K all preparations that prevent the sulfa- 
guanidine from inducing a hypoprothrombinemia also antagonize the 
growth effect, and preparations which do not counteract the hypopro- 
thrombinemia produce poor growth. The factor in liver extract respon- 
sible for the effect on the prothrombin level (or activity) as reflected by 
the clotting time of 12.5 per cent plasma is apparently not vitamin K, for 
it remains in the alkaline residue after prolonged extraction ivith ether. 
Because the two effects produced by liver extract preparations are parallel 
in all cases thus far determined, they can for the present be considered due 
to a single factor. This liver factor appears to be distinct also from p- 
aminobenzoic acid, for the following reasons: (1) A bacteriological assay 
(S) made by Mr. J. 0. Lampen on several active preparations show'cd less 
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than 1 7 of p-aminobenzoic acid present per rat day dose, whereas a daily 
dose of 150 y of the ciystalline compound is required to produce both the 
growth and the prothrombin effects. (2) The factor, unlike p-amino- 
benzoic acid, is relatively imstable to heat in an acid solution. (3) Con- 
tinuous ether extraction does not remove it from an acid solution. (4) 
It appears in the calcium-EtOH precipitate rather than in the filtrate. 

It is of interest that the several properties determined for the sulfa- 
guanidine-antagonizing principle of liver correspond very closely with a 
noiit eluate factor required for the growth of Laclobacillus casd. This 
factor has been described by Hutchings el al. (7) and has been designated 
as “folic acid” by IVilliams and coworkers (9). It has also been shown 
to be essential in the diet of the chick (10). The properties which corre- 
spond are the following: a greater stability in alkaline solution than in 
acid, insolubility in organic solvents such as ether and n-butanol, precip- 
itation bj' calcium chloride, destruction during lead fractionation by 
removal of lead with H^, and adsorption by fullers’ earth and superfiltrol. 
Both factors are abimdant in grass juice. 

The hypothesis of intestinal .sjmthesis of nutritional factore is a con- 
venient basis for explaining the sulfaguanidine efi'ects. According to this 
explanation the drug inhibits sj-nthesis of essential factors by the intestinal 
flora. Any substance which antagonizes the diug action does so either by 
suppljing the factors normally produced by the intestinal organisms, or by 
counteracting the effect of the drug on the bacteria. This hypothesis 
seems especially plausible, since vitamin K has been shomi bj- other means 
to be synthesized in the intestine of the rat (11). However, the sulfa- 
guanidine-antagonizing action of p-aminobenzoic acid administered 
parenterally (Table II) suggests that the efiects cannot be explained on 
the basis of changes in intestinal flora alone, but may be due to a to.xic 
action of the sulfaguanidine on certain tissues of the rat, which is counter- 
acted by p-aminobenzoic acid. Thus the exact mode of action of the drug 
is still obscure. Other effects from the prolonged administration of sulfa- 
guanidine to rats are described by Mackenzie el al. (3) and Daft and 
CO workers (12). 

During the course of the work with sulfaguanidine Dr. A. D. Welch of 
Sharp and Dohme, Inc., Glenolden, kindly supplied us with the new 
drug, sulfasuxidine (succinylsulfathiazole). We have found that it also 
reduces the growth rate and causes changes in the prothrombin level (or 
activity) similar to those observed with sulfaguanidine, and these effect-s 
are antagonized in a similar manner Ijy vitamin Iv and liver extract (Table 
III). Since this work was completed, Welch has reported (13) the same 
growth results with sulfasuxidine, but states that, unlike sulfaguanidine, 
sulfasuxidine is not antagonized in the rat by p-aminobenzoic acid. This 
suggests that the mode of action of the two drugs may not be alike. 
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To our knowledge there is no report in the literature suggesting that 
sulfonamide drugs, clinicall}'- or experimentally, interfere with the blood 
clotting mechanism by altering the level (or activity) of prothrombin. 
However, there are many clinical reports (14) of liver injury caused by these 
compounds. Since prothrombin is presumed to be formed in the liver, it 
is possible that the plasma of patients suffering from liver injury due to 
sulfonamide therapy may indicate prolonged prothrombin times, espe- 
cially if the prothrombin time is measured on diluted plasmas. It appears 
to us that this possibility merits consideration bj’' clinical investigators, and 
that vitamin K, liver extract, or some other substance may be used to 
prevent a possible hypoprothrombinemia from arising in conjunction with 
sulfonamide therapy. 


Table III 

Growth Rate and Prothrombin Time* of Rats Receiving Synthetic Ration with O.S Per 
Cent Sulfasuxidinc Plus Liver Extract and Vitamin K [S-Mclhyl-1 ,i-naphtho- 

hydroquinone Diaeeiaic) 


Experiment 

No. 

Daily supplement 

No. of , 
rats 

Weekly 

{growth 

Average ^ 
prothrombin 
tiror 




grrt. 

uc. 

1 

Control 

9 

11.5 

85 

2 

0.3 gm. liver extract 

6 

30.1 


3 

10 mg. vitamin K per kilo ration 

3 

8.2 



* Prothrombin time of 12.5 per cent plasma. 


SUMMARY 

1. Sulfaguanidine reduces the growth rate of young rats on a synthetic 
ration, and this effect is accompanied by a state of hypoprothrombinemia 
as measured by the prothrombin time of 12.5 per cent plasma. 

2. p-Aminobenzoic acid and a distinct factor in liver extract counteract 
both effects of sulfaguanidine. Vitamin K counteracts the prothrombin 
effect only. 

3. The mechanism of action of sulfaguanidine and its antagonists in the 
rat is discussed. 

4. The possible bearing of these findings on sulfonamide therapy >s 
indicated. 
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The discovery by Elvehjem et al. (1) that nicotinic acid was the pellagra- 
preventive factor of Goldberger (2) came shortlj^ after nicotinamide had 
been shown to be a component of codehydrogenases I and II (3, 4). Since 
then it has been assumed that the manifestations of nicotinic acid defi- 
ciency, including death, in human pellagra and in canine blacktongue are 
the results of the failure of those tissue respiratoiy mechanisms which in- 
volve the pjTidine nucleotides (5). However, in vitro comparison of the 
tissues of normal dogs and dogs in blacktongue has shown no significant 
difference in their ability to oxidize glucose or lactic acid (6). After having 
performed simultaneous nicotinic acid and coenzyme analj'ses on the tissues 
of normal dogs and dogs in blacktongue, we were forced to conclude that 
death in blacktongue is not due to a simple deficiency of cozA-mase and the 
consequent failure of tissue respiration in the tissues examined (7), but 
must be the result of some other combination of circumstances. 

EXPERUIENTAL 

The first signs of blacktongue usually appear ■VN’ithin 2 months after dogs 
are placed on our diet (6, 7) and the disease generally becomes acute ■within 
the follo'wing 2 weeks. During the period preceding blacktongue, dogs 
lose about 10 per cent of their body weight. At the onset of acute black- 
tongue, when the mouth lesions are severe, dogs frequently lose 20 to 30 
per cent of their original body weight within 5 daj’s. These phenomena 
are illustrated by the historj" of Dog 11 in Fig. 1 . Such a rapid decline can 
be attributed only to the loss of fluids. Following this period the animals 
are always anuric and refuse to eat or drink. There is no preliminarj' 
period of diuresis but the fluid loss is frequently aggravated by a severe, 
blood 3 ’’ diarrhea. It seemed possible, therefore, that dehj’dration and 
electrolyte imbalance might be factors of primarj' importance in death due 
to nicotinic acid deficiencj'. 

To test this hypothesis a series of dogs in blacktongue was given large 
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volumes of 0.9 per cent NaCI solution subcutaneously twee daily. The 
amount given was somewhat less than 10 per cent of the body weight per 
day. Therapy was instituted sometimes when the first red patches ap- 
peared in the dogs’ mouths, sometimes when acute blacktongue became 
apparent, and at others when death seemed certain wthin 24 hours. In 
twenty-nine of the 57 dogs studied, \vithin about 2 weeks the signs of 
blacktongue dramatically disappeared. The mouth lesions healed, the 
dogs’ appetites returned to normal, and their weights returned towards 
what they had been at the onset of blacktongue. The history of a typical 
dog is diagramaticallj’- presented in Fig. 2. 



DATC sh 10 20 30 40 

dWs 


Fig. 1. History of a typical, untreated dog (No. 11) on a blacktonguc-producinR 
diet. The blocks represent the incidence and duration of the appearance of any of 
the clinical signs of blacktongue and of the acute symptoms of blacktongue (necrosis) 
respectively. 

As soon as the dogs resumed eating, the saline therapj' was stopped. 
Almost all dogs were maintained alive for at least 30 days after blacktongue 
had subsided, while some remained alive with no further administration of 
fluids' for 180 days. The mean survival period of ttventy-nine dogs was 75 
days. At the end of this period some of the dogs again presented the 
classical picture of blacktongue, but twelve dogs died with no obvious sign 
of blacktongue. TTioj' became progressively^ weaker and were unable to 
stand for the last few days. The characteristic lesions and inflammation 
of the oral mucosa were completely absent. The breathing of these animal.s 
became progressively more shallow and death ensued with no convul-sive 
activity. 
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Several dogs presented an unusual picture before they died. There ap- 
peared first stiffening of the neck muscles, followed by a complete rigidity 
of the legs which remained for 3 to 7 days before death. At autopsy, even 
dogs which had been maintained alive for 4 months after the passing of 
acute blacktongue showed no striking changes from normal other than the 
disappearance of almost all depot fat. Quite frequently death seemed to 
be due to pneumonia and almost invariably the heart was dilated. More 
complete, systematic pathological studies are now in progress. 



Fig. 2. History of a typical dog (No. 22) on a blacktongue-producing diet treated 
with physiological saline solution. The blocks represent the period in which fluids 
were administered, the incidence and duration of any of the clinical signs of black- 
tongue, and of the acute symptoms of blacktongue (necrosis of the oral mucosa), 
respectively. 


Not all dogs responded as well as the group represented by Dog 22 in 
Fig. 2. Although the necrotic lesions of nineteen dogs healed, a patchy 
redness persisted and their appetites were only partially improved. Never- 
theless, a number of such animals have lived on for as long as 120 days. 
These dogs lost weight steadily throughout this period. Only nine dogs 
completely failed to respond to the administration of the saline solution 
and died in the usual fashion. Examinations were made of the blood, 
urine, and tissues of normal dogs and dogs in acute blacktongue as well as 
those protected by the saline therapy. 

Blood Picture in Nicotinic Acid Deficiency — In Tables I and II is pre- 
sented a summary of the blood picture in canine nicotinic acid deficiencj'. 
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power moved toward normal in this period and the white cell count re- 
mained imchanged, but severe decreases occurred in the hemoglobin, 
hematocrit, and red cell count. 

The samples from dogs in extremis were taken when it was judged that 
death was ine^•itable within 48 hours, just before the}' were sacrificed for 
tissue anaU-sis. The data show that during the maintenance period, after 
recover}’ from blacktongue, the plasma proteins decreased a little and the 
non-protein nitrogen rose, but not as much as in blacktongue. The glu- 
cose decreased, again less than in blacktongue, and the COrCombining 
power fell to the level in blacktongue. Blood chloride remained normal, 
while lactic and p}Tu™ acids were somewhat elevated. The most prom- 
inent change during this maintenance period was the development of a 
profound anemia in which no immature red cells were to be seen. The de- 
creased white cell count at all stages of deficiency was not accompanied by 
any change in the differential count. A more complete study of this 
anemia is now in progress. 

Urinary Constituents in Nicotinic Acid Deficiency — ^The urine of a group 
of dogs was examined at the start of the experiment, in blacktongue for the 
24 hours following the first administration of saline solution, 30 da}*s later, 
and for the 24 hour period preceding death in extremis. The data are siun- 
marized in Table III. After blacktongue almost all dogs were in negative 
nitrogen balance. They ingested appro.ximately 2.0 gm. of nitrogen and 
excreted 2.8 gm. daily. During blacktongue, there was alwa}’s alarge rise 
in the excretion of creatine; this fell off when the dogs had returned to an 
apparent normality, but never returned to the basal level determined for the 
dogs when first put on the blacktongue-producing diet. In acute black- 
tongue rather large quantities of a poorly characterized protein appeared in 
the urine. The material was not alwa}'s found by the usual heat coagula- 
tion test, even after cooling and acidification. This seemed to be de- 
termined by the concentration in which it occurred. However, in the urine 
of all dogs in blacktongue there did appear a protein-like substance which 
was precipitated by the addition of 2 volumes of alcohol or half saturation 
with ammonium sulfate. This material, when redissolved, gave a positive 
biuret test. The amount excreted by dogs cured by saline therapy varied 
considerably from day to day and was completely absent in one-third of the 
urine samples examined. It invariably reappeared in large quantities in 
dogs in extremis. 

Nicotinic Acid and Coenzyme Content of Dog Tissues in Nicotinic Acid 
Deficiency — When it seemed likely that a pven dog could not survive more 
than another 48 hours, the animal was sacrificed by decapitation and tissue 
samples were taken for anah-sis. Xicotinic acid determinations were per- 
formed by the procedure of Daim and Handler (16) and the p}Tidine nu- 
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cleotides were estimated by the V factor technique of Kohn (17, 18). These 
data are summarized in Table IV. The values for normal dogs and those in 
blacktongue have been presented elsewhere (7) and are included here for 
comparison. Mean values are given for twenty-one dogs which were pro- 
tected by saline for at least 30 days. The average period of survival was 
75 days. Values are also given for a subgroup comprising those dogs which 
survived more than 90 days. For these, the average survival period was 
115 days. Pyridine nucleotides are expressed as micrograms of diphos- 
phopyridine nucleotide per gm. of tissue (wet weight). The validity of this 
mode of expression has already been discussed (18). By bound nicotinic 
acid is meant that nicotinic acid which was found as pyridine nucleotides; 
this figure is obtained by dividing the figure for cozymase by 5.4. TJn- 

Table III 

Urinary Constituents in Nicotinic Acid Deficiency 
The methods used for these determinations were as follows: nitrogen by K jeldahl, 
creatinine and creatine by a modification of the procedure of Folin and Wu (14), 
phosphorus (IS), pH on the glass electrode, and ammonia by iormol titration. The 
figures in parentheses represent the number of dogs in each group. 
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bound nicotinic acid is the arithmetical difference between total and bound 
nicotinic acid. 

There was a progressive decrease in the nicotinic acid content of liver and 
muscle in deficiency. In liver this decrease occurred largely in the bound 
fraction until the blacktongue disappeared. Beyond this point the bound 
and unbound fractions decreased at about the same rate. In dogs in ex- 
tremis the pyridine nucleotides represented only one-fifth, in blacktongue 
about one-third of the total nicotinic acid present, compared with more than 
half in the normal dog. In muscle, while the total nicotinic acid content 
decreased in dogs in extremis to 60 per cent of the normal value, this drop 
was confined to the bound fraction and the unbound fraction actually 
doubled. The values obtained for the pyridine nucleotide content of liver 
and muscle of dogs in extremis were astonishingly low and certainly must be 
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considered as a possible cause of death in these animals; but despite the 
severe decrease in liver and muscle cozymase there was onlj' a relatively 
small increase in the blood lactic acid concentration of these animals. As in 
the rat (16), the nicotinic acid of dog kidney cortex appeared to exist en- 

Tabix IV 

Xicolinic Acid and Coensyme Content of Tissues in Canine Nicotinic Acid Deficiency 


.A.11 values are expressed as microgratns per gm. of tissue (wet weight) . The figures 
in parentheses represent the number of dogs in each group. 
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tirely as pyridine nucleotides; this situation was not altered in blacktongue 
nor did the concentration of these substances decrease. As the deficiency 
progressed past blacktongue, the total nicotinic acid decreased and there 
may have appeared very small amounts of unbound nicotinic acid. 

To evaluate further the function of the salt solution in effecting these 
changes, attempts were made to substitute isotonic glucose solution, amino 
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acid solutions, and salt tablets for the 0.9 per cent NaCl solution. The 
technique used was identical with that described for the saline solution. 
Of ten animals which received the isotonic glucose solution, onl}' one showed 
any beneficial effects. This dog appeared to recover from the typical 
blacktongue crisis for 1 week, then showed the usual blacktongue symptoms 
for 2 weeks, and died. Amino acid solutions were supplied as a 2,5 per cent 
solution of amigen.^ Of ten animals receiving this solution only two 
showed any beneficial effects and these, again, were short lived and may, 
perhaps, have been due to the small concentration of salt in the preparation. 
Five dogs have been supplied 3 gm. daily of salt tablets. Wiile the re- 
sponse in these animals was not quite as rapid as the response to isotonic 
salt solution, the effects of the two forms of therapy seemed to be in all ways 
comparable. Further, the effect did not seem to be the result of thirst in- 
duced by the administration of salt, since each dog refused water until the 
mouth lesions were at least partially healed. At this point their appetites 
returned and they commenced to eat and drink simultaneously. 

DISCUSSION 

The findings presented here have served to clarify somewhat the chain of 
events leading to death in nicotinic acid deficiency. However, at present, 
it is not possible to state the underlying factor which is responsible for the 
dehydration and electrolyte imbalance. The fluid loss is not solely due to 
the bloody diarrhea, since many dogs never do exhibit it. Nor can the de- 
hydration or electrolyte imbalance be ascribed simply to the prolonged 
period of anorexia, since quite frequently dogs have been observed to die 
within 24 hours of the time when they first refused to eat or drink. The 
lack of appetite and thirst, however, may be associated simply with the 
pain occasioned by the severe necrosis of the oral mucosa. On the other 
hand, the possibility must be borne in mind that these animals do not feel 
thirsty. 

It does seem that a rather close analogy may be drawn between the 
crisis in blacktongue and that seen in adrenal insufficiency as observed m 
the experimentally adrenalectomized animal or in Addison’s disease in the 
human. The effect of the administration of salt solutions and of salt itself, 
the decreased blood chloride and glucose, the renal ipipairment, all are seen 
in both conditions and suggest a dysfunction of the adi-enal cortc.x at- 
tendant upon a deficiency of nicotinic acid or its physiological derivatives, 
Tliese findings lend support to the conclusion earlier reached (6, 7) that 
death in canine blacktongue (and perhaps, in pellagra) is not due to a de- 
ficiency of the pyridine nucleotides with consequent failure of tissue respira- 

* A tryptic digest of casein obtained from Mead Johnson and Company, Evans- 
ville, Indiana. 
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lion, in the organs studied. They do not, however, suggest the exact nature 
of the relationship between nicotinic acid and the normal functioning of the 
adrenal cortex. This problem is now being investigated by several tech- 
niques. 

Our thanks are due to the John and Mary' R. Markle Foundation for its 
support of this work, to Merck and Company', Inc., Rahway', New Jersey, 
for the cry'stalline vitamins used in the animal diets, and to Mead Johnson 
and Company, Evans\'ille, Indiana, for a generous supply' of amigen. 

sumiABY 

The parenteral administration of physiological saline solution to dogs in 
blacktongue resulted in allegation of the deficiency' sy’ndrome, and their 
lives were prolonged for as much as 180 days. All animals finally' suc- 
cumbed to the nicotinic acid deficiency but their state, in extremis, seldom 
resembled the classical picture of blacktongue. The results of analyses of 
the blood, urine, and tissues of normal dogs and dogs in acute blacktongue 
as well as in this more extensive nicotinic acid deficiency are presented and 
the significance of these findings is discussed. 
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STUDIES ON THE HEMORRHAGIC S\S^ET CLO\T3R DISEASE 

VIII. THE EFFECT OF 2-METHYL-l,4-MAPHTHOQUIN*OXE AXD l- 
ASCORBIC ACID UPON THE ACTION OF 3,3'-METHVLENEBIS(4-HY- 

DROXYCOUMARIN) ON THE PROTHROMBIN TIME OF RABBITS* 

By RALPH S. OVERMAN, JLARK ARNOLD STAHALANN, .yxo ICARL PAUL 

LINK 

{From the Department of Biochemistry, Wisconsin Agricultural Experiment Station, 
Unicersily of Wisconsin, Madison) 

(Received for publication, June 11, 1942) 

The purpose of this communication is to indicate the influence of 2- 
methyl-1 ,4-naphthoquinone and Z-ascorbic acid on the hv-poprothrombi- 
nemia produced b}' the anticoagulant and hemorrhagic agent 3,3'-methyl- 
enebis(4-hydroxycoumarin) in rabbits susceptible to the hemorrhagic sweet 
clover disease (1, 2). In the course of the isolation of the anticoagulant* 
from spoiled sweet clover hay (3) it was observ'ed that the extent and dura- 
tion of the induced hj’poprothrombinemia were influenced by the food in- 
take. Comparable concentrates from the spoiled hay gave more pro- 
nounced responses in fasted than in fed assay rabbits. This observation 
was subsequently confirmed with 3,3'-meth}denebis(4-hydro.\3'cou- 
marin) (4). 

There are certain gross similarities between the sjudrome resulting from 
the continued administration of 3,3'-methylenebLs(4-hydro.xycoumarin) 
and the hemorrhagic manifestations cau.scd by a dietarj- deficiency of Z- 
ascorbic acid and substances of the vitamin K class. These similarities, in 
conjunction with the similarities in the chemical structure of these sub- 
stances, suggested that there might be an interrelationship in their mode.s 
of action, having a bearuig on the maintenance of normal prothrombin 
levels or acti\dty. 

EXPEHIMEXT.\L 

Definite amounts of 3,3'-methylenebis(4-hydro.xj'coumarin) were fed 
standardized susceptible rabbits which were given supplements of 2-methyl- 

• Published with the approval of the Director of the Wisconsin .Agricultural Ex- 
periment Station. Cooperative studies with the Division of Forage Crops and Dis- 
ea.ses, United States Department of .Agriculture, Washington, through Dr. E. .A. 
Hollowell. Personnel and suppb’ assistance since July 1, 193S, in part through the 
Natural Science Research Project No. 65-1-53-2349 of the Federal Works Progress 
.Administration (Madison). 

< The terra anticoagulant is used in the general sense that 3,3'-meth}’Ienebis(4- 
hydroxycoumarin) is an agent, which after action in t-iro, impairs or prevents the 
coagulation of blood. It does not affect the clotting power when added to blood or 
plasma in vitro (1, 3). 
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1,4-naphthoquinonc or Z-ascorbic acid, and the effect of tlie supplement in 
reducing the li3^poprothrombincmia caused by the anticoagulant was 
measured. Tlie technique of estimating the prothrombin time of the 
plasma, the method of selecting and standardizing the test animals, and the 
general procedure of following the hj'^poprothrombinemia through the use 
of 12.5 per cent plasma have already been fully described in previous 
papers (3, 4). 

The rabbits used were in good physical condition, 2 to 3 years old, and 
weighed about 2.5 kilos. It should be emphasized that rabbits with ap- 
proximatelj' the same degree of susceptibility to 3,3'-meth)denebis(4-hy- 
droxj'^coumarin) were used. Unless otherwise stated they were fasted from 
24 to 36 hours before each experiment and given only water thereafter until 
the normal prothrombin time was restored. 

The 3,3'-meth3denebis(4-h3'’drox3moumarin), the quinone, and the 1-as- 
corbic acid were weighed into gelatin capsules and administered by mouth. 
A normal blood sample was taken at the time of the first feeding of the 
3,3'-meth3denebis(4-hydroxycoumarin) and at intervals thereafter until the 
normal prothrombin time was restored. Between experiments the rabbits 
were maintained for 7 to 10 days on a diet composed of oats 115 parts, com 
50 parts, bran 25 parts, linseed meal 10 parts, salt 3 parts, andU. S. Iso, 
1 Extra Leafy Extra Green alfalfa liay' ad libilum. 

Unless otherwise indicated, the results are presented by curves .showing 
the average changes in the prothrombin time of the 12.5 per cent plasmns of 
the various experimental groups when only 3,3'-methylencbis(4-hydro.':y- 
coumarin) was fed, and the average change when the same animals were 
fed an equivalent amount of the anticoagulant along with the quinone and 
the Z-a,scorbic acid. Because the selected susceptible animals show .some 
variation in response to the ant.icoagulant (4), it was felt that the a\’enige 
response of the same group of animals should be employed to indicate the 
effects of the quinone and /-a.scorbic acid. 

Effect of Grain and Alfalfa Did on Hypoprothromhincmia Induced hn 
3,S'-j\Ictliylcnrbis{4-hydroxycou7?tarm ) — Curve A, Fig.' 1, .shows the average 
increase in prothrombin time of five rabbits w'hich were fasted for 36 bom's, 
fed 5 mg. of the anticoagulant, and given access only to w'atcr until the 
normal prothrombin time of the 12.5 per cent plasma was restored. Curve 
B shows the respon.se inilueed bv 5 mg. of the antieoagiilanf on the .same 
rabljits when they' were maintained on (he grain and alfalfa diet over (he 
entire period of the test. Curve C indicates the prothrombin times realized 
when the rabbits were maintained on (he .stock diet and given .'5 mg. of the 
anticoagulant, 20 mg. of /-ascorbic acid, and 25 mg. of 2-metliyl-],-l-na|)li' 
thoquinone at the start and again on the 3rd day of this experiment. 

It is apirarent from Fig. 1 that the c.xtent and duration of the liypopro- 
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thrombmemia induced by a 5 mg. dose of 3,3'-metbylenebis(4-bydroxj'cou- 
marin) -were markedly reduced when tbe animals were given access to tbe 
grain-alfalfa diet continuously, and completely prevented when 2-metbyl-l,- 
4-napbtboquinone and l-ascorbic acid were added to tbe diet. 

Effect of S-Methyl-1 jJt-naphihoquinone on Action of Anticoagulant — ^Tbe 
action of substances in tbe vitamin K class bas been imder consideration 
since tbe earl}' stages of our work on tbe bemorrbagic sweet clover disease. 
In tbe paper describing our bioassay (3) it was indicated tbat 2-metbyl-l,- 



Fig. 1. The effect of a grain and alfalfa diet on the prothrombin time following 
the administration of 5 mg. of 3,3'-metbylenebis(4-hydroxycoumarin). Curve A 
represents the response of five rabbits when fasted for 36 hours before being fed the 
anticoagulant and pven access to water only until the normal prothrombin time of 
12.5 per cent plasma was restored; Curve B, the same animals maintained on a grain 
and alfalfa diet over the entire period of test; Curve C, the same rabbits maintained 
on the stock diet and given 20 mg. of f-ascorbic acid and 25 mg. of 2-methyl-l,4- 
naphthoquinone along with the anticoagulant at the start (Arrow 1) and on the 3rd 
day (Arrow 2) . 

4-napbtboquinone alone was ineSective botb in preventing tbe bemorrbagic 
action of spoiled sweet clover bay and in bastening tbe restoration of normal 
protbrombin levels. Tbe levels at wbicb tbe quinone was fed in tbe initial 
studies were of tbe order wbicb should bave prevented sjTnptoms of a die- 
tary deficiency of vitamin K. After 3,3'-metbylenebis(4-bydrox>’coumarin) 
became available for more extensive trials, it was noted tbat a counteracting 
influence of 2-metbyl-l,4-napbtboquinone could be detected, provided tbe 
antibemorrbagic substance was administered at bigb levels and tbe anti- 
coagulant at low levels. 
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Ten rabbits were used in one experiment. Each rabbit was fed 3.0 mg. 
of 3,3'-metli.ylenebis(4-]iydroxycoumarin) and the prothrombin times taken 
at intervals after feeding. This group of rabbits, after a rest period of 10 
days, was fed the same amount of 3,3'-methylenebis(4-hydro.xycoumarin) 
simultaneously with large single feedings of 2-methyl-l, 4-naphthoquinone. 
Curve A, Fig. 2, shows the average response of this group of rabbits to 3.0 
mg. of 3,3'-methylenebis(4-hydroxycoumarin). Curve B shows the aver- 
age response when 30 mg. of 2-mctliyI-l ,4-naphthoquinone were given along 
with 3.0 mg. of the anticoagulant. Curve C represents the effect of 3.0 mg. 



Fig. 2. The effect of 2-methyl -1,4-naphthoquinonc on the prothrombin time 
following administration of 3,3'-methylenebis(4-hydro.xycoumarin)- Curve A 
represents the response of ten rabbits given 3 mg. of anticoagulant alone; Curve B, 
that on 30 mg. of 2-methyl-l, 4-naphthoquinonc plus 3 mg. of the anticoagulant; 
Curve C, that on 3 mg. of anticoagulant when 30 mg. of 2-methyl-l, 4 -naphthoquin- 
one were fed per day 3 days prior to and each day after the feeding of the anticoagu- 
lant. 

of 3,3'-mcthylenebis(4-hydro-xycoumarin) on the same animals when thc.v 
were fed 30 mg. of 2-methyl-l, 4-naphthoquinone per day for 3 days prior to 
and each day after the feeding of the anticoagulant until the normal pro- 
thrombin time was restored. 

These results show a moderate but definite alleviation of the extent and 
duration of the hj'poprothrombinemia b}'^ the 2-methyl-l ,4-naphthoqui- 
none. However, it should be emphasized that very large levels of the 
quinone were necessary to counteract the effect of small amounts of 3,3 - 
methyIenebis(4-hydroxycoumarin). tVlien the quinone was administered 
along with the anticoagulant in amounts comparable to those effective in al- 
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le^^atmg a ^dtamin K deficiency, it was generally without effect on the ac- 
tion of the anticoagulant. This is in agreement uith our original ohseiwa- 
tion on the rahhit (3), and in the interim reports bj' other investigators have 
appeared that substantiate this. Butt, Allen, and Bollman (5), Bingham, 
Meyer, and Pohle (6), and Lehman (7) have reported that sjmthetic naph- 
thoquinone preparations administered to dogs and man at the levels found 
effective for a deficiency of \'itamin K did not shorten the prothrombin time 
premously lengthened by administration of 3,3'-methylenebis(4-hydroxy- 
coumarin). 



Fig. 3. The effect of f-ascorbic acid on the prothrombin time following the ad- 
ministration of 3,3'-methylenebi3(4-hydroxycoumarin). Curve A represents the 
response (clotting time, measured in seconds) of fifteen rabbits when 3 mg. of the 
anticoagulant were fed; Curve B, that when 10 mg. of f-ascorbio acid in addition to 3 
mg. of anticoagulant were fed at zero hour (Arrow 1) and on the 3rd day (Arrow 2). 
Arrow 3 represents the point at which 3 mg. of the anticoagulant alone were fed. 

Effect of l-Ascorbic Acid on Action of Anticoagulant — TlTien the effect of 
1-ascorbic acid was studied, it was foimd that most of the rabbits indicated 
as severe a hypoprothrombinemia when J-ascorhic acid was fed with the 
anticoagulant as when the anticoagulant was fed alone. Fifteen of 50 
rabbits, however, showed no increase in the prothrombin time when 10 to 
40 mg. of ascorbic acid were given simultaneously with 2.5 to 5 mg. of 
3 ,3'-methylenebis (4-hydroxj'coumarin) . 

Curve A, Fig. 3, shows the average increase in prothrombin time when3.0 
mg. of 3,3'-methylenebis(4-hydroxycoumarin) were fed to the fifteen ani- 
mals mentioned above. Curve B indicates the protective or antagonistic 
action observed when 10.0 mg. of I-ascorhic acid were fed with 3.0 mg. of the 
anticoagulant at zero hour and again on the 3rd day. No increase in pro- 
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thrombin time was noted following the simultaneous administration of the 
two substances at the beginning and again on the 3rd day. But when 3.0 
mg. of 3,3'-methylenebis(4-hydrox3'coumarin) were fed alone on the 6th 
day, a slight rise in prothrombin time resulted. This ivas repeated on these 
fifteen animals five times with substantial!}’- the same effect. 

In contrast to the above, certain rabbits in the original group could not 
be protected completely against the action of a single dose of 3.0 mg. of the 
anticoagulant, with levels of Z-ascorbic acid as high as 75 mg. 

Cuiwe A, Fig. 4, is representative of individuals in which Z-ascorbic acid 
exhibited no protective action, ivhile Curve B is representative of indi- 



Fig. 4. The variation in the effect of Z-aacorbic acid on the prothrombin time 
following the administration of 3,3'-methylenebi8(4-hydro\ycoumarin). Curve A 
represents individuals in which Z-ascorbic acid had no protective action; Curve B, 
those protected. Arrow 1 indicates the point at which 2.5 mg. of anticoagulant wore 
fed; Arrow 2, 2.5 mg. of anticoagulant and 15 mg. of Z-ascorbic acid; Arrow 3, 2.6 mg. 
of anticoagulant. 

viduals in which Z-ascorbic acid was protective. At the beginning of the 
test 2.5 mg. of the anticoagulant were fed at zero hour. The usual increase 
in prothrombin time for these particular animals resulted. On the 3rd day 
a second 2.5 mg. dose of the anticoagulant was given along with 15 mg. of 
Z-ascorbic acid. A continued increase in the prothrombin time is indicated 
in Curve A, while Curve B shows a downward trend toward normal clotting 
times. On the 6th day both individuals received a third 2.5 mg. dose of the 
anticoagulant, but no Z-ascorbic acid, with the result that the prothrombin 
time was increased in both animals. 

Effect of 2 -Mcthyl-l ,4-naphthoqmnone and l-Ascorbic Acid on Action of 
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Aniicoagulanl — When 2-methyl-l,4'naphthoqumone and ^-ascorbic acid 
were fed simultaneously with 3,3'-methylenebis(4-hydroxj'coumarm) to 
fasted rabbits, the hj'poprothrombinemia was markedly reduced in all of the 
animals. The following is representative: Five rabbits fed 2.5 mg. of the 
anticoagulant, after the usual 24 to 36 hour fast, showed an increase in the 
average prothrombin time from the normal value of 25 seconds, to 38 sec- 
onds after 48 hours, and 46 seconds after 72 hours. When 2.5 mg. of the 
anticoagulant, 20 mg. of the quinone, and 10.0 mg. of f-ascorbic acid were 
given simidtaneously to the same animals, the average prothrombin time 
was 28 seconds after 48 hours and 33 seconds after 72 hours. These results 
are comparable to those represented by Curves A and C of Fig. 1. 

Thus the antagonistic or protective action of 2-meth}’l-l ,4-naphtho- 
quinone and Z-ascorbic acid against the anticoagulant action of 3,3'-methyl- 
enebis(4-hydroxycoumarin) is greatly increased when these substances are 
administered simultaneouslj' to fasted rabbits. 

DISCUSSION 

The foregoing results indicate that Z-ascorbic acid and 2-methyl-l,4- 
naphthoquinone at high levels both exert an antagonistic effect toward the 
prothrombin-reducing or inactivating properties of 3,3'-methylenebis(4-hy- 
droxy coumarin) in rabbits . We do not at present know how these essential 
dietarj^ factors counteract the action of the anticoagulant, nor, indeed, ex- 
actl 3 ’’ how anj' of them exeits its characteristic physiological effects. The 
similarities in the gross pathological effects of deficiencies of Z-ascorbic acid 
(8) or 2-methyl-l, 4-naphthoquinone (9) and of the continuous administra- 
tion of the anticoagulant might indicate that the action of 3,3'-methj'lene- 
bis (4-hydroxy coumarin) raaj' in part be due to disturbances in the metabo- 
lism of Z-ascorbic acid and the antihemorrhagic quinone in the animal bodj-. 

The small quantity of 3,3'-methylenebis(4-hj"droxj’coumarin) which will 
produce a prolongation in prothrombin time- suggests that the anticoagu- 
lant most likely acts by blocking some enzjTne S 3 -stem. The inactiva- 
tion of enz 3 fme systems b 3 ' certain compounds structurally related to their 
substrates, the structural similarities of anticoagulant 4-h3'drox3'cou- 
marins’ to substances possessing vitamin K actmty, and the antagonistic 
action of 2-meth34-l,4-naphthoqumone toward this anticoagulant lend sup- 
port to the suggestion that this anticoagulant and 2 -meth 3 ’l-l, 4-naphtho- 
quinone act through a common system. The results suggest that Z-as- 
corbic acid is involved in this S 3 ’stem. However, it should be pointed out 
that the levels of 2-meth34-l, 4-naphthoquinone and Z-ascorbic acid neces- 

’ It should be emphasized that the action of a single 0.20 mg. dose of the anti- 
coagulant is detectable in selected rabbits. 

’ Based on a study of the relationship of chemical structure to anticoagulant ac- 
tion of 4-hydro\j'coumarin3. To be published later. 
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sary to counteract the action of the anticoagulant are considerably larger 
than those required to avoid a dietary deficiency, A physiolopcal rela- 
tionship between vitamins K and C has been reported bj’' Tomaszewski and 
Engel (10) and Campana (11). That both vitamins are somehow involved 
in the action of the anticoagulant in other species has been subsequently ob- 
served in this laboratory in the rat (12)*' and the guinea pig (13). 

suMMAiry 

1. Feeding susceptible rabbits a grain mi.vture and alfalfa hay reduced 
the anticoagulant action of single 2.5 to 5.0 mg. doses of 3,3'-methylene- 
bis(4-hydrox3moumarin) as measured by' the increase in the clotting time of 

12.5 per cent plasma. 

2. The simultaneous oral administration of 2 -methyd-l, 4 -naphthoquinone 
and Z-ascorbic acid at high levels along with 2.5 to 5.0 mg. of 3,3'-methyl- 
enebis(4-hydro.\ycoumai'in) either drastically' reduced or completely nulli- 
fied the anticoagulant action in all the rabbits tested. 

3. The oral administration of 2 -methyd-l, 4-naphthoquinone at high 
levels along with 2.5 to 5.0 mg. of 3,3'-methylenebis(4-hy'drox3'courmarin) 

reduced the anticoagulant action in all the rabbits tested. 

4. The oral administration of Z-ascorbic acid at high levels along wth 

2.5 to 5.0 mg. of 3,3'-methydenebis(4-hydro.\'ycoumarin) prevented the 
usual increase in the prothrombin time in some of the rabbits. In contrast, 
in certain rabbits, Z-ascorbic acid alone exhibited no antagonistic action to 
the anticoagulant. 
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THE NON-SPECIFICITY OF THIAMINE IN FAT SYNTHESIS^ 
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According to a current theorj", one function of thiamine is the formation 
of fat (1). Increases in body fat which have been observed after thiamine 
administration to deficient animals have been cited (2) as substantiating 
evidence for the theor 3 ’, and a stud 5 ' has been made of the chemical com- 
position of the “fatty acids S3'nthesized by the action of thiamine" (3). 
In the experiments cited, thiamine feeding was preceded by a 2 to 3 week 
period of depletion on a diet deficient in the vutamin B complex. Whether 
the animals were actually depleted of factors other than thiamine was not 
determined. Thus, the question arises whether the observed fat increases 
were indicative of a specific action of thiamine per se, or whether they were 
primarily reflective of a general improvement in the nutritive state of the 
animal. 

The present study deals with body fat increases in response to various 
HjO-soluble supplements after long periods of depletion on two low fat 
diets, the first of which was deficient primarily in thiamine and the second 
ample in thiamine but deficient in other essential factors. 

EXPERIirEIXT.AI, 

The two basal diets used were Diet AY,which contained autoclaved yea'll , 
and Diet V which has been used in this laboratory for acrodA-nia studies 
and which contained crystalline thiamine and riboflavin' (Table I). 

For the studies with Diet AY, 50 gm. rats from our stock colony were 
used. When depleted of their thiamine reserves, as e\-idenced by sta- 
tionary bod 3 " weight over a period of 1 week, the\’ were dirided into three 
groups. Group 1 was taken at once for an anah-sis of total fatty acids. 
Group 2 received 10 y of thiamine chloride dailj* for 3 weeks and the basal 
diet ad libitum. Group 3 also received 10 y of thiamine chloride daily, 
but the intake of the basal diet was so restricted that bodj- weights were 
held stationarj'. Groups 2 and 3 were anaU-zed at the end of a 3 week 
period. 

* Published with the approval of the Director of the tViscoiisin .Agricultural Kv- 
periment Station. 

Supported in part by a grant from the Lever Brothers Company. 

' The riboflavin was generously furnished b 3 ' ^fcrck and Companj-, Inc. 
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Foi the studies with Diet V, 40 gm. rats from Diet P, consisting chiefly 
of potato meal (5), were used. On Diet V, acrodynia developed during 
the 5th week. Animals with dermal indices of 5 to 6 (6) were divided into 
four groups (Groups 4 to 7). Group 4 was used immediately for the fat 
analysis. Group 5 received 50 y of thiamine chloride daily in addition to 
the 10 7 which were given with Diet V. Group 6 received 200 mg. of rice 
bran concentrate (vitab). Groups 5 and 6 were fed the basal diet ad 
libitum. Group 7 received 200 mg. of vitab but consumption of the basal 
diet was restricted as -with Group 3. Groups 5, 6, and 7 were analyzed 
after having received the supplements for 3 weeks. 


Table I 

Diets and Body Weight Changes Prior to Fat Analysis 


Group 

No. 

1 ' 


No. of 
,tats 

At time of analysis 

! Basal diet* 

1 

1 

1 

Daily supplement 

Age 

Mean 

body 

weiffot 

It can 

21 day 
gsia 






gm. 

in. 

1 

AY 

None 

6 


76 


2 

(( 

Thiamine, 10 y 

6 


127 


3 

" (restricted) 

“ 10 y 

5 


72 

D 

4 

V 

None 

6 

9 

56 


6 

tf 

Thiamine, 50 y 

4 

12 

60 


6 

tl 

Vitab, 200 mg. 

4 

12 

100 


^ i 

“ (restricted) 

" 200 “ 

8 

12 

56 



* Diet AY (4) consisted of casein 18, Salts 40 (Steenbock and Nelson) 4, autoclaved 
yeast 8, agar 2, dextrinized starch 76, and cod liver oil 2. Diet V (5) consisted of 
casein IS, salts (Wesson) 4, glucose 78, supplemented daily with carotene 10 y. 
calciferol 5 -y, thiamine chloride 10 y, riboflavin 20 y. Animals in Groups 3 and ! 
were weighed daily and food intake restricted to prevent gains. Labor for the puri- 
fication of the casein was furnished by the Works Progress Administration. 

In the fat analyses, total fatty acids of the liver and the remaining por- 
tions of the carcass were determined separately. Tlie procedure has been 
described (7). 

Results 

The changes in body weight which occurred during the 3 week period are 
showm in Table I. The data from the fat analyses are summarized in 
Table II. The results obtained with the thiamine-deficient animals (Diet 
AY) were similar to those reported by McHenry and Gavin (2). Group 1, 
which was representative of the animals at the time supplements were 
begun, contained 2.3 per cent fat ndth an iodine value of 91. Group 2, 
which had shown a typical growth response of 52 gm. during a 3 week period 
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of thiamine supplement, had increased its fat content to 7.0 per cent. 
Group 3 which received the same supplement of thiamine, but due to re- 
stricted food intake had not increased in body weight during the period, 
evidenced no increase in fat. 

The results obtained -ivith acrodv-nic animals were almost identical T\ith 
those obtained with thiamine-deficient animals. Group 4, which had re- 
ceived 10 y of thiamine dailj- but was deficient in other factors including 
pyridoxine and pantothenic acid (6), contained 2.2 per cent of body fat 
or approximatelj' the same percentage as the thiamine-deficient animals. 
Similar animals, Group 5, showed no appreciable response to a supplement 
of 50 y of thiamine. However, 200 mg. of vfitab, which supplied approxi- 
mately the same amount of thiamine and in addition other factors which 


Table II 

Efecl of Diet on Fatty Acid Content of Tissues 
The weight of the fatty acids is given in gm. 


Groap 

No. 

Did* 

j Liver fatty adds | 

j Carcass fatty acids 

\ Weight, 

1 averase 

^Per cent 

[ Iodise J 
valoe 

1 Wdffbt, 
average 



\ 

AY 

o.os 

1 

1 2.0 

149 

i !•" 

I 2.3 * 

91 

2 

" + thianiine 

0.16 

j 1.9 

145 

8.3 

1 7.0 

74 

3 

" (restricted) -f- thiamine 

0.07 

1 

142 

j 1.6 

i 2.4 

SS 

4 

V 

0.07 

1 2.3 

101 

1.2 

! 2.2 

[ SI 

5 

" + thiamine, 50 y 

0.09 

1 2.9 

121 

1.4 

i 2.4 

81 

6 

" + vitab 

0.13 

i 2.6 

101 

1 o.S 

i 6.2 

67 

7 

** (restricted) + vitab 

0.09 

1 3.0 

99 

; 1.4 

2.6 

76 


• See Table I. 


cured the acrodjTiia, produced a gain of 40 gm. with a concurrent increase 
in body fat to 6.2 per cent. With restricted food intake, vitab supple- 
ments produced no significant change in fat (Group 7). 

As indicated bj’ the iodine values, the fatty acids from deficient animals 
had a relatively high degree of unsaturation. After correction of defi- 
ciencies on either diet the degree of unsaturation was reduced. 

No appreciable changes were revealed in the liver fatty acids following 
supplements on either diet. Fatty livers were not obsen’ed after 3 weeks 
on the thiamine supplement. 


niEcussiox 

The results show that the fat changes observed in thiamine deficiency are 
observed in other deficiencies as well, even in the presence of adequate 
amounts of thiamine. For example, on two deficient diets the fat content 
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of tlie depleted rats fell to the low levels of 2.2 to 2.3 per cent respectively, 
and while the thiamine-deficient group responded to thiamine vith a 5-fold 
increase in total fat, the acrod 3 ''nic group which was already receiving ade- 
quate thiamine likewise responded to the rice bran concentrate with a 
5-fold increase in total fat. That thiamine was not directly involved in the 
latter case was shown bj*^ the lack of response to additional thiamine. 
Furthermore, the other specific factoj-s were able to effect responses in sneli 
animals, as shown in Table III from data taken from an earlier report (7). 
Pyridoxino fed ivith pantothenic acid produced an increase in total fat, but 
either supplement fed alone was ineffective. 

Thus it has been sliown that on a diet high in carbohydrate and low in 
fat a normal deposition of tissue fat was prevented by a deficiency of 
pyu-idoxine or pantothenic acid as well as by a deficiency of thiamine, hi 
each case, correction of the deficiency resulted in a substantia] deposition 
of fat when the intake of basal diet was not restricted. It would seem 

Table III 


fat Increases with Pyridoxinc and Pantothenic Acid in Multiple Deficiency 


Supplement to Diet V 




fer cent 

fer cent 

Pantothenic acid, 50 r 

2.3 

2.6 

Pyrido.\'ine, 20 y 

2.6 

2.0 

Pantothenic acid, 50 y, -f- pyridoxine, 20 y 

! 6.0 

1 3.9 

1 


likely that a similar effect could be demonstrated for any vitamin or other 
dietary’’ essential, a deficiency of which seriously’ diminishes food consump- 
tion and thereby limits growth and development. In view of the results 
presented, it is evident that the production of fat in the animal body' should 
not be considered as a function of any single dietary' essential unless it has 
been proved to the exclusion of others. 

The data presented are not contradictory to those of McHenry' and his 
collaborators (2, 3). Reinterpretation of their results in the light of present 
findings reveals that they were dealing primarily with a thiamine deficiency 
rather than a multiple deficiency'. This follows, since their animals showed 
substantial increases in fat when fed thiamine alone. While their diet was 
deficient in the entire vitamin B complex, thiamine must have been the only 
vitamin depleted sufficiently to prevent growth at the end of 2 or 3 weeks. 
The conditions of their experiments were essentially the same as ours with 
Diet AY. In theirs, the B vitamins other than thiamine were supplied 
from the undepleted reserves of the animals; in ours, they were supplied 
continuously in the diet. 
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The true effects of factors other than thiamine on fat sj'nthesis are re- 
vealed only when they too sen'e for the complete correction of a deficieney. 
In our experiment this was made possible by feeding thiamine, thereby 
extending the sur\-ival period and allowing depletion with respect to other 
essentials. Conceivably, depletion of other factors as well as thiamine 
could be accelerated b 3 ' increasing their dietary requirement. There is 
some e\'idence that acrodj-nia is intensified on high protein diets (8, 9). 
Should this prove indicative of an increased requirement for pj-ridoxine on 
high protein diets, it would provide a basis for reinterpreting the importance 
of pvTidoxine in the synthesis of fat from protein (10). 

StnULARY 

Thiamine did not prevent rapid losses of total fat in rats on a diet de- 
ficient in other B vitamins. 

Thiamine was not more effective than other B vitamins in increasing the 
total fat content of rats. 

The effectiveness of a supplement in restoring normal fat sjnthesis in 
deficient rats is apparentl}- determined bj' the completeness with which it 
supplies essentials lacking in the bodj' tissues as weO as in the basal diet. 
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TOCOPHEROL AND THE STABILITY OF CAROTENE* 
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That carotene is less eflFective as a source of ^•ita^lin A when fed in pure 
solvents than in crude oils has been observed b 3 ' many workers. First it 
was found that carotene dissolved in ethjd oleate was inactive as a source of 
vitamin A (1). This inactirntj- was later attributed to oxidation (2). 
Following the demonstration that autoxidation of lard could be prevented 
by polyphenols (3), hj’droquinone was reported to stabilize carotene in 
ethj’l oleate or ethyl laurate solution (4). Thereafter it became common 
practice to use hydroquinone as a stabilizer (5-8). 

However, even -oith added hydroquinone, carotene in certain oUs was 
found inefficient as a source of mtamin A, KraybiU and Shrewsbury (9) 
reported that carotene was one-fourth as active in butter fat which had 
been treated nith charcoal as in cottonseed oil. The addition of hydro- 
quinone prevented the destruction of carotene in storage but did not in- 
crease its biological potency. In butter fat which had been treated with 
Lloy^d’s reagent carotene remained stable at 40°, but it was only one-half as 
potent biologically as carotene in cottonseed oil. It was suggested (9) that 
“Lloy'd’s reagent may have removed a factor which supplemented the 
■vitamin A acth-ity of the carotene.” Lease el al. (10) found that carotene 
was imstable at 0° in butter fat which had been treated with Lloyd’s re- 
agent. Coward (11) attempted to explain the differences in potencj* of 
carotene in various solvents by' differences in utilization of carotene but 
concluded that the causes must be sought elsewhere. Lathbury and 
Greenwood (12) reported that carotene gave poorer responses when ad- 
ministered in coconut oil vrith or without quinol than in linseed oil. They 
stated that an oil which allowed the best gro'wth might contain some factor 
necessary to supplement highly purified preparations of vitamin A or its 
precursors. 

Sherman (13) presented further evidence for the need of an additional 
substance when carotene was given in purified oils. Symptoms of ■vitamin 
A deficiency were not cured with low levels of carotene in methyl linolate, 

* Published with the approval of the Director of the Wisconain Agricultural Ex- 
periment Station. 

The authors are indebted to the Lever Brothers Company for a grant in support 
of this work. 
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but were cured with the same supplement in soy bean oil or in methyl 
linolate plus soy'- bean oil. Since fecal e.Ycretion did not account for the 
differences, linoleic ester was believed to have interfered mth the metabol- 
ism of the carotene, which reaction was preventable by some constituent of 
soy bean oil. 

Quackenbush, Cox, and Stcenbock (14) found that tocopherol promoted 
a response to carotene and concluded that the tocopherol functipned in the 
gastrointestinal tract by virtue of its antioxidant properties. Sherman (15) 
suggested that tocopherol was concerned with the utilization of carotene 
rather than ivith its protection from oxidation. 

The present work throws further light on this problem. It deals with the 
relation of tocopherol and other antioxidants to the biological effectiveness 
of carotene and correlates the results with the stability of carotene in eilro. 

EXPERIMENTAL 

Eth}’’! linolate was prepared from com oil (Mazola) b}’’ a procedure sim- 
ilar to that of Rollett (16). The pure tetrabromide (m.p. 115°) "'f'® 
brominated with zinc and HCl in absolute alcohol and the product was then 
distilled under reduced pressure (0.5 mm.) and immediately sealed in glass 
ampules under a high vacuum. All samples were shovm to be peroxide-free 
when used. 

/3-Carotene was prepared from a commercial product by chromato- 
graphic adsorption on MgO and recrystallization from carbon disulfide 
and petroleum ether. Its concentration in oil solutions was determined by 
diluting with freshly’- distilled chloroform and measuring the spectral absorp- 
tion at 440 m/i with an Evelyn photoelectilc colorimeter. This method was 
sensitive to 5 7 of carotene. 

For the biological assays the carotene solutions were prepared weekly, 
except when stated otherwise. 1 .5 gm. of the ethy'l linolate or other solvent 
were weighed into a 25 cc. ampule and /3-carotcne was added in petroleum 
ether or peroxide-free ethyl ether. The solvents were removed under re- 
duced pressure with agitation of the flask in a water bath at 37° for 10 
minutes. The supplements were stored under nitrogen at 0°, except when 
the vials were opened for feeding. 

The basal diet (Diet 36) (17) used for the biological assay's was a fat-frcc 
diet consisting of casein (alcohol-extracted) 18 gm., glucose (cerelose) 75 
gm., Wesson salts' 4 gm., 'vitab (a rice bran concentrate) 3 gm., and nbo- 
fla-vin- 170 mg. In addition each rat received weekly' 25 y of calciferol dis- 
solved in 1 drop of hy'drogenated coconut oil. 

■Wesson, L. G., Science, 76, 339 (1932). 

* The riboflavin, «-tocopherol, vitamin K|, and 2-mothyl-l ,‘1-naphthoquinono 
were generouslj' supplied by Merck and Company, Inc. 
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In preparation for the assays, rats 4 weeks of age weighing between 45 and 
55 gm. were placed in individual cages and given basal Diet 36 ad libitum. 
Between the 4th and 5th weeks, they began to lose weight and their eye- 
lids were bare and slightly swollen. They were used for assaj' when their 
body weight had remained constant or declined for 1 week. Supplements 
were evaluated in terms of changes in weight. WTien a majority of the 
animals in a group gained, only those which sundved the 21 day period were 
included in calculation of the averages. However, when less than 50 per 
cent gained, those which did not sur\dve the full period were also included, 
in which case the gain or loss was calculated on the last weight recorded 
before death. 


Table I 

Effect of Solvent on Potency of Carotene Fed at B y Daily 


Group 

No. 

Solvent 

No. of rats 

Change in 
iveight per rat 
in 21 dsys 




r«n. 

1 

No supplement 

4 

-12 

2 

Ethyl linolate 

8 

-8 

3 

" “ (fresh solution daily) 

6 

-17 

4 

“ “ + 0.02% hydroquinone 

8 

-11 

5 

Soy bean oil (fresh) 

13 

54 

6 

“ " " (peroxide No. 40) 

4 

40 

7 

Ethyl linolate + soy bean oil 

13 

55 

8 

“ “ + 1% of 180° distillate from soy 

bean oil 

7 

35 


Results 

Protective Substance in Soy Bean Oil — ^The administration of 5 y of caro- 
tene per day in 1 drop of ethjd linolate failed to restore growth or to cure 
ophthalmia even when the solution was prepared daily and fed immediately 
(Table I). When hydroquinone (0.02 per cent) was mixed ■with the lino- 
late, the carotene was stabilized in storage and peroxides did not develop, 
but when it was fed the rats continued to lose weight(Group 4) . However, 
the same amount of carotene in soy bean oil, whether fresh or oxidized to a 
peroxide number of 40, enabled the animals to gain weight. Soy bean oil 
therefore contained a protective substance, for which 0.02 per cent hydro- 
quinone was not a substitute. 

Molecular Distillation of Protective Substance — ^The protective substance 
was distillable in a cj^clic molecular still. 108 gm. of refined soy bean oil 
when distilled at 100° for 1 hour, then at 180° for 4 hours, gave 1.64 gm. of 
solid distillate. This distillate diluted to a concentration of 1 per cent in 
linolate promoted a biological response to carotene. 
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Previous studies of this ]aborator 3 ’- (18) had revealed that tocopherols 
distil quantitativel.y from soy bean oil under the conditions employed in the 
above experiment, and since the tocopherols were known to inhibit the up- 
take of oxygen b.y lard (1 9) it was assumed that the stabilizing agent in tht 
distillate might be the tocopherols. Additional constituents of soy beat 
oil which would be e.xpected to distil include yitamin Ki (20), sterols (21) 
and other inhibitols (22). 

Stabilization of Carotene in Vitro — Tests in vitro, to determine whether the 
aboye materials would protect carotene against oxidation in linolate solu- 
tion, were made as follows: Tlie desired quantity of the test substance and 
125 y of /3-carotene in petroleum ether solution were placed in a small test- 


Tabi^e II 

Comparative Effects of Various Substances on Stability of Carotene in Ethyl 

Linolate in Vitro 


Substance (15 y) 

Per cent of initial' 
after 41 

25 ‘ 

carotene remaining 
Jhrs<At 

3)’ 

None .... ... 

0 

0 

a-Tooopherol (dl, synthetic) 


76 

Soy bean oil distillate (180°)* 


96 

li it n * 1 

1 

76 

Crystalline sterols from soy bean oil distillate . . . 

0 

0 

Vitamin Ki (synthetic) 

9 

0 

2-Methyl-l,4-naphthoquinono 

14 

0 

Antioxidant concentrate (commeicial) 

18 

0 

Pyrogallol 

100 

100 

Hydroquinone 

98 

74 

Catechol 

85 

52 

Guiacol 


0 


* Added in atnounfs equivalent to 15 y of a-tocopherol ns determined photo 
inetricnll 3 ’. 


tube (14 X 100 mm.). The solvent was removed under reduced pressure 
and 500 mg. of fresh cthjd linolate were weighed into the tube at once. 
After an initial detennination of carotene the tube was placed in a water 
bath at constant temperature in dilTuse laboratory light and open to 
the air. Carotene determinations were made at intervals up to 48 hours. 

When no antioxidant was added, the carotene disappeared completely 
within 48 hours at 25° as well as at 37° (Table II). However, 15 y o 
a-tocopheroP (0.003 per cent) afforded 70 per cent protection at 37°. Tl^ 
distillate from soy bean oil or the original soy bean oil, when added m 
quantity sufficient to furnish 15 y of tocopherol as determined photometri- 
cally (18), also protected the carotene. Of the other substances tested, 
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only pyrogallol, hydroquinone, and catechol protected carotene effectively 
at 37°. 

Biological Potency of Preparaiions — In the animal assays a-tocopherol 
proved to he highly potent (Table III). Between 0.01 and 0.03 per cent 
or 2 to 6 7 per rat dailj" were sufficient to protect the carotene when ad- 
ministered in ethyl linolate. 

The distillate from soy bean oil fed in amounts supplj-ing the same 
levels of tocopherol, determined by photometric analysis, gave a slightly 


Table III 

Growth Responses to S y of Carotene in Ethyl Linolate with Added Substances 


GroupNo. 

No. ofnls 

Sttbitasce added 

Azonst added 

Qiasge a 
TTKght per rat 
ia 21 days 

9 

19 

None 

fer ctnl 

in. 

-8 

10 

10 

a-Tocopherol (synthetic) 

0.10 

36 

11 

5 

t€ tt 

0.03 

34 

12 

4 

tf tt 

0.02 

16 

13 

4 

tt tt 

0.01 

20 

14 

5 

tt tt 

0.003 

-1 

IS 

6 

Soy bean distillate* 

0.10 

61 

16 

6 

<1 tt tt 

0.03 

54 

17 

6 

tt tt tt 

0.02 

41 

18 

6 

tt tt tt 

0.01 

40 

19 

5 

tt tt tt 

0.005 

6 


11 

Vitamin Kj (synthetic) 

0.10 

—4 

21 

4 

tt tt tt 

0.02 

-s 

22 

6 

2-Methyl-l,4-naphthoquinone 

0.02 

-15 

23 

6 

Catechol 

0.02 

-5 

24 

13 

Pyrogallol 

0.02 

-8 

25 

5 

Guiacol 

0.02 

-14 

26 

5 

Hydroquinone 

1.00 

38 

27 

6 

(( 

0.10 

19 

28 

6 

ft 

0.02 



* The amounts added refer to the tocopherol content as determined photo- 
metrically. 


greater response than that obtained with a corresponding amount of 
a-tocopherol. However, this difference is of doubtful significance, since 
the two substances were assayed separatel}’ with an interval of several 
months. Furthermore, the animals used in assaying the a-tocopherol had 
a high incidence of respiratory disorder, while those used for the distillate 
were relatively free from this handicap. Ifftamin K was ineffective in the 
biological tests as well as in vitro. 

The simple polyphenols did not show high protective action for carotene 
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in the biological tests as they did in the in vitro tests. In concurrent assays 
hydroquinone proved approximately 1/100 as effective as tocopherol sup- 
plied in the form of soy bean distillate (Groups 18 and 26). 0.02 per cent 
catechol seemed to give some protection in preliminary tests (14) but this 
was not confirmed in later experiments. 

Since the polyphenols are more soluble in water than in fat, it ’i\as sur- 
mised that their low protective power in the biological tests was due to their 


Table IV 

Effect of Water Extraction upon Stabilization of Carotene (S7°) 


Antioxidant added 

Treatment prior to incubation 

Per cent of 
initial carolcae 
remamifls 
after hrJ 

None 

1 

None 

0 

Hydroquinone 

1 15 

II 

97 

it 

! IS 

Extracted 

0 

tl 

1 

1 100 

None 

100 

1 

1 100 

Extracted 

0 

a-Tocopherol 

1 15 

None 


ft 

15 

Extracted 



Table V 

Protective Action of Hydroquinone on Tocopherol 


Sam- 

ple 

Antioxidant added 

Per cent of 
initial carotene 
remaining 
after WS brs 

Treatment after 
168 brs 

Per cent ol 
initial carotene 
remainln? 
sfler336 hn 

A 

Tocopheiol 

T 

15 

21 

None 1 

0 

B 

“ -h 

15\ 

93 

ft 1 

91 


hydroquinone 



C 

Tocopherol -f 
hydroquinone 


95 

Extracted 

40 

D 

Hydroquinone 


96 

ft 

0* 


* The carotene was completely destroyed within 48 hours after c\traction 


extraction from the ethyl linolate by the aqueous fluids of the gastrointes- 
tinal tract. To examine this possibility, the effect of aqueous extraction 
upon the stability of caiotene in vitro was studied. 1 gm. samples of caro- 
tene-Iinolate solutions containing hydroquinone or tocopherol were ex- 
tracted twice with a 10-fold amount of water by shaking for 30 minutes m 
an atmosphere of nitiogen in 50 cc. bottles. The results (Tabic IV) sho« 
that extraction with vater destroyed the effectiveness of hj'droquinone but 
not of tocopherol. 
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Hydroquinone was found to stabilize tocopherol as well as carotene 
in vitro. Solutions of 125 y of carotene in 500 mg. of ethyl linolate were 
treated with (Sample A) 15 y of tocopherol, (Samples B and C) 15 y of 
tocopherol plus 100 y of hydroquinone, and (Sample D) 100 y of hydro- 
quinone, respectively. After 168 hours the carotene content of each 
sample was determined. Samples C and D were then extracted nith 
water, simultaneously. After a second 168 hour period carotene was 
again determined. The results are shomi in Table V. Since the action of 
hydroquinone was interrupted in Samples C and D bj' extraction with 
water, the greater stability of Sample C over Sample D at 336 hours must 
have been due to tocopherol. Furthermore, since as much carotene re- 
mained in Sample C at 336 hours as in Sample A at 168 hours, the toco- 
pherol in Sample C had apparentlj' been stabilized for 168 hours by the 
hydroquinone. 


DISCUSSION 

The data establish that a-tocopherol is highly effective both in preventing 
autoxidation of carotene in vitro and in promoting a biological response to 
carotene in ethyl linolate. They indicate, further, that the tocopherols 
are responsible for at least a part of the protective action of soy bean oil, 
since (a) both a-tocopherol and the protective substance of the soy bean oil 
distilled under similar conditions, and (b) in both the biological and the 
in vitro tests small amounts of a-tocopherol showed appro.ximately the same 
potency as the same amounts of soy bean tocopherols. Whether soy bean 
oil contains other compounds which protect carotene but behave differently 
from tocopherols in a molecular still remains to be determined. 

The evidence indicates that in promoting a biological response to carotene 
the tocopherol functions as an antioxidant in the gastrointestinal tract 
rather than as a vitamin regulating some phase of metabolism in the tis- 
sues. Both a-tocopherol and hydroquinone are antioxidants for carotene 
in vitro and both are capable of promoting a biological response to carotene. 
The amount of tocopherol required to protect carotene in feeding tests is 
only slightl 3 ' greater than that required for protection of carotene in vitro. 
Further evidence for the antio.xidant r61e of tocopherol is presented in a 
recent report bj’ Sherman (23) that carotene was destroyed in the tract in 
the absence of tocopherol. 

The comparative ineffectiveness of the polj'phenols as stabilizers for 
carotene in feeding studies is not in accord with current belief and practice. 
Olcovich and Mattill (4) reported that ethji laurate and ethji oleate 
became suitable vehicles for the administration of carotene after the addi- 
tion of hj'droquinone, but it is to be noted that their conclusions were based 
primarily on studies in vitro. Close examination of their biological data 
fails to reveal a decisive demonstration that hydroquinone protected 
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carotene. The results of several other workers (8, 9, 12, 2-1) furnish evi- 
dence that oils lacking in natural antioxidants are not suitable vehicles for 
carotene even after the addition of 0.01 to 0.02 per cent of hydroquinonc. 

A different situation is encountered when hydroquinonc is added to an 
oil containing small amounts of tocopherol. Our experiments indicate that 
hydroquinonc is capable of protecting tocopherol from autoxidation in 
vitro, thereby preserving the latter for protection of the carotene in the 
tract. The literature reveals biological evidence for this with vitamin A. 
Huston ei al. (25) found that butter fat and cod liver oil which were placed 
in the light for 50 to 56 days at 37“ remained curative of vitamin A defi- 
ciency only when hydroquinonc was added before the exposure. Turner 
(26) and Jones and Christianson (27) made similar obseir^ations. Tliat 
substances other than hydroquinonc may act similarly is indicated by the 
report of Golumbic and Mattill (28) that the antio.xidant activity of toco- 
pherol was markedly augmented by ascorbic acid. 

From the evidence presented it is apparent that for biological studies the 
protection of carotene or vitamin A in an oil by hydroquinonc is contingent 
upon the presence of tocopherol or its equivalent as some other lipophilic 
antioxidant. It is probable that many discrepancies which have been 
reported with respect to responses to carotene or vitamin A supplements 
can be explained on this basis. Those who liave claimed no differences in 
effectiveness of carotene in different oils worked with oils which contained 
natural antioxidants. The apparentl}' conflicting results with respect to 
biological activity of carotene in oils treated with adsorbents (9, 10) are 
probably attributable to differences in the degree to which natural anti- 
oxidants were removed by adsorption, Wliile emphasis is here placed upon 
the importance of antioxidants, it should be recognized that other factors 
such as metal contaminants and peroxides in the diet are also involved. 
Much is still to be learned concerning the activity of peroxides, since it was 
revealed in the present study that tocopherol can stabilize carotene even 
in the presence of relatively high concentrations of peroxide. The rela- 
tionsliip between tocopherol and peroxide formation ■will be dealt with in a 
later communication. 


SUMMARY 

Daily supplements of 5 y of carotene in ethyl linolate failed to produce 
growth in young rats deficient in vitamin A. When a distillate from soy 
bean oil was given simultaneously, growth resulted. The protective factor 
in the distillate was apparently tocopherol, since equivalent amounts of 
sjmthetic a-tocopherol and soy bean tocopherol (determined photometri- 
cally) produced a similar response. «-Tocopherol was effective at concen- 
trations of 0.01 to 0.03 per cent (2 to 6 y daily). Vitamin Ki, pyrogallol, 
catechol, and hydroquinone were inactive at 0.02 per cent. However, 
hydroquinone gave a good response at 1.00 per cent. 
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a-Tocopherol and hj-droquinone were equally- effective antioxidants for 
the carotene in linolate in vitro. However, after extraction of the solutions 
■with water, the carotene remained stable only in the tocopherol-treated 
samples. Hence, the low protective power of h 3 'droquinone in the animal 
tests was probablj' due to its extraction from the lipid phase in the gastro- 
intestinal tract. 

Hydroquinone protected tocopherol from autoxidation in linolate solu- 
tion in vitro, thus sparing the tocopherol for the protection of carotene in 
the tract. 

It appears that the problem of instabilit 3 " of carotene in oil solutions ex- 
posed to 0X3’gen can be solved b3' the use of lipophib'c antioxidants such as 
the tocopherols. 
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Signal advances in the knowledge of the biochemical functions of the 
different mineral elements have been made in recent years through studies 
of the effects of diets deficient onl}- in a single element upon the animal or- 
ganism. With certain of the mineral elements normallj’ present in great 
abundance in the diet, notably potassium (1-3) and sodium (4-6), the de- 
gree of dietary- deficiency must be very severe to bring out the character- 
Lstic effects of their deprivation. 

Few avperiments have been carried out on the effect of chloride deficiency 
and these have heretofore yielded little indication of a striking need for 
chloride by- the animal organism. 

In experiments by Osborne and Mendel (7) and by St. John (8) there was 
no decrease in the growth of rats when the chloride content of the diet was 
reduced to 0.035 and 0.05 per cent respectively. Orent-Keiles, Robinson, 
and McCollum (5) noted retardation of growth on a low chloride diet of un- 
known chloride content and Alarquis (9) on a diet of 0.01 per cent chloride. 

In a paper which appeared when the present work was nearly completed, 
Voris and Thacker (10) found that a diet containing 0.02 per cent chloride 
caused a depression of appetite, increased consumption of water, increased 
heat production, and diminished body' gain of nitrogen and energy as well as 
retarded growth. 

The present study was prompted by the knowledge that recent advances 
in scientific knowledge and technology of the nutritionally essential factors 
allow the preparation from purified constituents of diets drastically low in 
chloride, or any- other desired component, but apparently adequate other- 
^\■ise for the biological needs of the rat. 

One reason for undertaking the investigation was that from the well 
known reciprocal relationship between the chloride and bicarbonate con- 
centrations in the blood (11) it can be predicted that a continuous chloride 
deficiency- should produce a chronic state of alkalosis in the animal. Vir- 
tually all of the available information on alkalosis has been gained from 
acute e.\perimental conditions and the study- of chronic alkalosis may be 
expected to yield interesting information on the adaptation of the animal 
organism to this and its associated state, tetany-. 

This paper contains the report of the effects of a diet containing 0.012 per 
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cent chloride or less on the gain in body weight, food and water consump- 
tion, and susceptibility to tetany of the rat. Chemical data reported are 
the changes induced b}' the deficiency on the chloride, bicarbonate, and pH 
of the blood and on the e.\'cretion of chloride in the urine. Aside from a few 
chemical anal.yses of blood and tissue chlorides by Marquis (9) no published 
data exist on the chemical changes produced in the body by chloride de- 
ficiency. 


Tablk I 


Composition of liasal Did and Salt Mixtures 


Sah mixtures* 


liasal diet i 

{ 


pQrt\ 


Casein 

1 

25 ( 

Fat 

13t 

Sucrose 

55 

Liver extract 

O.IJ 

Cod liver oil 

2.5§ 

Supplements per kilo dietl| 


mu 

Thiamine hydro- 


chloride 

8 

Eiboflavin 

8 

Pyridoxine 

8 

Inositol 

8 

Calcium pantothc- 


nfite 

16 





' Controls I 

Chloridflow diet 


j Diet 1 

1 

Diet n 

With 

bicar- 

bonate 

With 

nitrate 


Km fer 

era per 

Sra. per 

Km. per 


1 100 Rnt. 

100 gm 

100 xm. 

too tm. 


] Jpod 

food 

food 

\ food 

CastPOe). 

i 1 5 



1.5 

CfiCOa 


1.5 

1.5 


NaCl 

; 1.0 

1 



NaNOs 

1 

1 

1 

1.5 

NaHCOs 

1 

1.0 

; 1.5 


KCl 

! 1.75 




KjHPOr 


1.8 

1 2.0 

2.0 

MgS0r-7H;0 

1 0.6 


1 0.6 

0.6 

MgClr6H;0 

1 

0.6 

1 


Fe(NH,b(SO,).CH.O 

0.3 

0.3 

0.3 

0.3 

KI 

i 0.03 

0.03 

0.03 

0.03 

Totals 

' 5.18 

5.23 

5.93 

5.93 


Ain, Cu, Zn, and Co were added to cnch diet in trace amounts, 
t Crisco. 

J A oO per cent alcoholic extract of Lilly^s liver preparation. 

§ Fortified to contain 5000 units of vitamin A per ml. 

11 The syntliotie water-soluble vitamins were generously supplied by Merck and 
Company, Inr. 


Composihon of Diels and Exporimental Methods 

The composition of the basal diet and salt mixtures used in the experi- 
mental work is given in Table I. The salt mixtures of the chief diets, con- 
trol Diet I and the bicarbonate-containing chloride-low diet, w'ere devised 
so as to } ield the same contents of all the mineral constituents except chlo- 
ride. The approximate percentages in the tw'o diets were calcium 0.6, 
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phosphorus 0.55, sodium 0.4, potassium 0.9, and magnesium 0.06. The 
control diet contained 1 .4 per cent chloride and the deficient diet not over 
0.012 per cent.* Control Diet II and the nitrate-containing chloride-low 
diets were employed to demonstrate that the bicarbonate and carbonate 
contents were not responsible for the changes and increases in blood carbon 
dioxide obsen-ed in the chloride-deficient animals. 

Blood chloride values were determined on tungstate filtrates of whole 
blood by the mercuric nitrate titration method of Schales and Schales (12). 
Urinarj' chlorides were determined by the same method with the modifica- 
tion that solid benzoic acid was added to maintain the solution automati- 
cally at a slightl}' acid pH. A slightly acid reaction is necessar 3 - in order to 
obtain accurate titrations . The control urines were titrated wth a solution 
of mercuric nitrate about 5 times as concentrated as that specified for blood 
filtrates, while that of rats on the chloride-low diets was titrated nith a 
solution of the strength specified for blood filtrates. 

Urine samples for analj-sis were obtained from groups of three or four 
rats kept in a wire metabolism cage placed over a large glass fuimel. The 
feces were separated from the urine by a perforated paraffin plate. At 
each collection the fuimel and plate were washed and the wash water added 
to the urine. 

Carbon dioxide was determined on 1 ml. samples of whole blood collected 
under oil by the manometric method of Van Slyke and Neill (13). The pH 
of the blood was determined ndth a Beckman pH meter, with the special 
air-tight cell of 0.5 ml. capacity for blood supplied by the Beckman Com- 
pany. All blood samples for analysis were obtained by heart puncture on 
rats anesthetized nith amj-tal. O.xalate was used as anticoagulant in all 
cases except for blood intended for pH estimation, which was maintained 
fluid aith heparin. No restriction was put on the consumption of food or 
water (distilled). 

In one series, the young rats were placed on the experimental diets at the 
age of 3 weeks; aith another series the mothers were first put on the-^c diet.s 
2 days after the young were bom. In the latter series, there was no signif- 
icant difference at 3 weeks of age between the body weights of the young on 
the control and chloride-low diets. Apparently the weight and general 
condition of the young rats at weaning depended more on the pre\'ious 
history of the mother than on whether they were fed the control or chloride- 
deficient diet. For that reason, the result.s of both .‘-erics of e.xperiment.'; 
have been considered together. 

* Chloride in the chloride-deficient diet was determined by digesting about 100 
gm. portions with nitric acid in the presence of AgNOi and determining the silver 
chloride gravimetrically. 
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RESULTS AND DISCUSSION 

Growth and Food and Water Consumption — The statistics for the gain in 
body weight and the food and water consumption of tlirce groups of rats arc 
given in Table II. 

The rats on the chloride-low diets to all outward appearances were normal 
and on autopsy revealed no apparent deviations from the normal in gross 
structure. In appearance and behavior they could not be distinguished 
from the controls. There was no noticeable effect on longevity in the 
period under observation; namely, 150 days. All the rats on the chloride- 
low diets survived until they were sacrificed, ^nic}' gave no evidence of ir- 
ritability or sluggishness. However, in each group of rats the chloride-dc- 


Table II 

Gain in Body Weights and F ood and Water Intakes of Rats Maintained on Control and 

Chloride-Low Diets 



Group I, 9 

Group n, cT 

Group III, 9 

Chloride- 
low, 7 
rats 

Control, 

6 rats 

Chloride- 
low, 2 
rats 

Control, 

2 rats 

Chloridc- 
loiv, 2 
rats 

Control, 
2 rats 

Initial age ... 

Final age 

Average initial weight 
‘ final weight 

“ gain in weight . 

ft (t it It j 

per day . . 

“ food intake per day 

Food intake per gm. gain 

Average water intake per day 

Water intake per gm. gain in weight 

days 

21 

87 

sm- 

41.1 

154.7 

113.6 

1.7 
7.9 

4.7 
12.9 

7.6 

days 

21 

87 

cm. 

40.1 
181.0 
140.9 

2.1 

7.5 

3.6 

16.1 

7.7 

days 

21 

87 

sm. 

38.5 
236.5 
198.0 
3.0 1 
10.4 
3.5 
20.7 
6.9 

days 

21 

87 

sm 

36.5 

292.5 

256.0 

3.9 
11.2 

2.9 
17.2 

4.4 

days 

21 

52 

sm. 

38.5 

114.5 

76.0 
2.5 

11.8 

4.7 

13.0 
5.2 

days 

21 

52 

sm. 

36.0 

136.5 

100.5 

3.2 
9.8 
3.1 

17.0 

5.3 


considered fsign'mearfarf^^^^^^ "^htly be 

Another method used to show the retardation of growth by chloride de- 
ficiency was to maintain a arouD of rat^i nn tKo j i t <• 
and later chann-f^ Imlf nf ^ r chloride-low diet for a time 

and later change half of the group of rats to the control diet The results of 
such an experiment in which seven mnle vnfc, • V 

chloride-low ration for 42 days and then four of th "maintained on the 
control diet are plotted in fL I The chan/e t i 
striking acceleration in the growth rate of the animals.”'' "" 



D. M. GREENBERG AND E. M. CETHBEBTSON 


183 


The animak on the low chloride diet consumed more food per gm. of gain 
in body weight than did their controls (Table II). In contrast to the results 
of Voris and Thacker (10), there was no consistent evidence of a depression 
of appetite on the part of the chloride-deficient rats. The data of Table II 
show that the food consumption of the control and deficient animak was not 
significantlj' different. 

The water consumption per gm. of gain in body weight was the same in 
the females. The apparently higher water consumption observ’ed for the 
chloride-deficient males is not conclusive because of the few animak in 
this group. 

Chemical Changes — The electroljde pattern of the blood k altered in 
severe chloride deficiency by a decrease in the chloride and an increase in 



Flo. 1. The acceleration in the growth curve of rats when changed from the 
chloride-low to the control diet. The time of change is indicated by the arrow. 
Curve 1, average growth curi-e of four male rats that were changed to the control 
diet after 42 days on the chloride-deficient diet. Curve 2, average growth curve of 
three male rats maintained on the chloride-low diet. 

the total carbon dioxide content. The data are summarized in Table III. 
The blood chloride values were obtained on rats ranging from 55 to 119 days 
in age, that were on the experimental diets from 32 to 100 days. The body 
weights ranged from 115 to 300 gm. There was no apparent variation in 
the chloride values with age, length of time on the diet, or with bodj' 
weight. The difference between the mean chloride values for the deficient 
(252 ± 18 mg. per 160 ml.) and the control (295 ± 15 mg. per 100 ml.) ani- 
mals is definitely significant considering the rather large number of rats 
tested. The probability of the occurrence of such a difference between the 
means by chance is less than one in twenty. 

The increase in the total carbon dioxide of the blood of the chloride- 
deficient animals k highly significant, statktically. The probability of the 
occurrence of the difference in the means between deficient (72.3 ± 4.5 
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volumes per cent) and control (57.8 ± 4.1) groups is less than one in a 
hundred. 

The greater amount of bicarbonate and carbonate in the diet of the chlo- 
ride-deficient animals is not responsible for the increase in the carbon 
dioxide content of the blood. This is demonstrated b}' the fact that a 
similaa- increase in carbon dioxide resulted when the rats -were fed the 
nitrate-containing low chloride ration. No carbonate or bicarbonate what- 
soever was present in this diet mixture. 

The alkalosis of the chloride-deficient rats is virtually compensated. 
The difference between the mean pH values of the controls and chloride- 
deficient rats, 0.06, is statistically insignificant, though there appears to be a 
tendency toward a higher blood pH in the chloride-deficient animals. 

Table 111 

Ejfect oj Chloride Deficiency on Electrolyte Pattern oj Blood 


The blood chloride figures are measured in mg. of Cl per 100 ml. of blood; the CO; 
in volumes per cent. 


Diet 

Blood 

Control 

Chloride-deficient 

No. 
of anl' 
maU 

Range 

Mean 

S.D. 

E9 

railHgi 

^^9 


Mean 

B 

Bioarbon- 

Cl 

42 

268 -338 

295 

15.4 

1 

52 

220 -2S5 

252 

18.2 

ate 

CO; 

17 

49.8 - 66.5 

57.8 

4.1 

24 

60.7 - 79. G 

72.3 

4.5 


pH 

9 

7.35- 7.59' 

7.46 

0.067 

11 

7.42- 7.5Si 

7.52 

0.053 

Nitrate 

Cl 

3 

287 -314 

298 


4 

207 -223 

21G 



CO; 

2 

58.1 - 59.6 

58.9 


4 

60.7 - 75.2 

6S.9 



The increase in the carbon dioxide content of the blood does not keep 
pace with the reduction in chloride concentration. On the basis of the 
mean values, the increase in mM of carbon dioxide per liter of blood is only 
one-fourth the decrease that occurs in the chloride concentration. 

To study the urinary excretion of chloride, it was found best to deter- 
mine the change in the rate of excretion of the chloride when rats on the 
chloride-low diet were changed to the control diet and vice versa. Groups of 
three or four rats were employed to obtain sufficient urine for titration over 
short time intervals (as low as 1 hour). The chloride-deficient rats ex- 
creted 0.02 to 0.05 mg. of halide- per hour per rat, or from 0.5 to 1.2 mg. of 
halide per day per rat. 5 to 8 hours after they were transferred to the con- 
trol diet, the excretion of the chloride-deficient animals began to rise and 
contumed to do so for several hours, finally surpassing the usual rate of 


* Calculated as chloride. 
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excretion of the control rats. The excretion dropped back to the normal 
control level iidthin 24 hours. 

The control rats excreted 4.5 to 7.0 mg. of chloride per hour per rat, or 
110 to 170 mg. per rat per day. When these rats were changed to the 
chloride-low ration, the urinary” e.xcretion of chloride decreased quickly and 
within 4 to 11 hours reached the rate of excretion of the rats that had been 
on the chloride-low diet for a long time. The cuires showing the average 
rates of excretion of chloride b}' the rats after the change of dietary regimens 
are plotted in Fig. 2. 

The ability of the rat to reduce the excretion of chloride enormously 
■within a few hours explains its abilit 3 ’- to -withstand a severe deficiencj- of 



Fiq. 2. Excretion of chloride in the urine of rats changed from the chloride-rich 
to the chloride-low diet (curve on left) and from the chloride-deficient diet to the 
control diet (curve on right). 

this element. There is about a 500-fold difference in the e.xcretion of 
chloride in the urine between chloride-deficient and control animals. The 
lowest rate of excretion observed, about 0.5 mg. per rat per daj', represents 
about half the daily chloride intake on the present chloride-low diet. The 
iodide in the diet could account for 0.6 mg. of halide excretion per daj* cal- 
culated as chloride. Some chloride also must be lost through other e.x- 
cretoiy channels; e.g., perspiration. It is apparent, however, that the rats 
are able to retain and accumulate some chloride on a deficient diet which 
pro-vides an intake of onlj' 1 mg. per daj'. 

A rough calculation from the blood chloride values sho'ws that an adult 
rat on the chloride-low diet has made a gain of approximatelj’' 60 mg. of 
chloride. Consequently, the degree of chloride deficiency and its accom- 
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panying chemical and physical changes arc due to the increase in the mass 
of the tissues of the body and not to an actual deficit of body chloride by the 
animal as a result of excretory loss. 

The ability to reduce the urinary excretion to a very low level is also true 
for sodium (3) and potassium (6). This explains why the intake of these 
ions and of chloride has to be drastically reduced to produce an actual 
deficiency. 

Tetany The chloride-deficient rats exhibited no signs of neuromuscular 
hyperirritability observable by mere inspection, probably because of the 
nearly completely compensated state of the existing alkalosis. Tests for 
the existence of tetany have been carried out with the hissing sound of an 
air blast and a mild galvanic current (sec (14)), on a large number of 
e cient and control rats, usually after the}’’ were maintained for 3 to 4 
wee on the experimental rations. A verj’ few of the deficient and none 
0 t e control rats went into tetany from the sound of the air blast. A 
° ^ exhibited prolonged con’vulsions of the same tonic 

ep ep 1 orm nature that have been observ'ed in rats with tetan}’’ due to 
yropara yroidectomy and to magnesium deficiency (14), when subjected 
itbIv ^ vamc current. However, in the great majority of the cases the 

convulsion after prolonged stimula- 

nroiliic'Pft^ duration of the current, which could also be 

produced by the electneal stimulation in similar young control and stock 


In u P”™* P' PP to 15 'veeta- 

'■'““'I' P'”’ O or less in the 

less weight and ate more' foS petTm 0 ^' gained 

their controls. ^ '"’eight than did 

low diet was 252 mg per 100 ml « ^ mean for the rats on the chloride- 
The total carbon dSIae ZtTnt per 100 ml. 

mean being 72.3 volumes per cent « ^ lood was significantly lugher, the 

the eontie. No SLantX” ^ 

whole blood. found m the pH values lor 

The animals were able to conservp tlipm -j , 

naiy output ndthin a few hours after being givenlhi'd 

then excreted 0.5 to 1.2 mg. of a per dav^S- mt ^ diet. They 

excretion.of 110 to 170 mg. per day per rat «=ompared to a control 
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ARTERIAL AND CEREBRAL VENOUS BLOOD 
CHANGES PRODUCED BY ALTERING ARTERIAL CARBON DIOXIDE* 
By L. F. NIMS, E. L. GIBBS, akd W. G. LENNOX 

(From Ihc Departmenl of Xcurolagy of the Harrard Medical School, and the Neurological 

Unit of the Boston City Hospital, Boston, and the Laboratory of Physiology of 
Yale Unicersity School of Medicine, New Hacen) 

(Received for publication, June 19, 1912) 

Rapid alteration of the earbon dioxide content of the arterial blood in 
man (1-3) and in anesthetized monkeys (4) modifies both the frequency and 
amplitude of the electrical potentials obtained from the cerebral cortex. 
Chemical e.xamination of the internal jugular blood during such pro- 
cedures (1-3) shows that normallj' the brain does not passively follow the 
ehemical fluctuations of the arterial blood, because mechanisms are present 
which tend to prevent alterations of the cerebral carbon dioxide lc%'el. The 
present experiments were designed to test the efficiency of these mech- 
anisms. 

Methods 

Healthy young men whose electroencephalograms were normal were used 
as subjects. VTiile Ijdng at rest, the subject breathed from a tube through 
which a large minute-volume flow of air was driven bj' a blower. The 
stream of air was more than sufficient to meet the needs of the subject’s 
maximum pulmonary ventilation. To the air stream, carbon dioxide was 
added from a pressure tank equipped with a calibrated needle-valve. The 
carbon dioxide flow was increased in steps and 2 or 3 minutes were al- 
lowed between adjustments. A second group of subjects performed vig- 
orous hyperventilation for G minutes wliile Ijdng supine. 

In both groups, frequent blood .samples were taken, for the most part, 
.simultaneously from inlying needles in the femoral arteiy and the internal 
jugular vein before, during, and after the respiratorj' procedures. The 
blood samples were examined chemically for the carbon dioxide content, 
o.xygen content, inorganic phosphorus, and lactic acid by procedures al- 
ready described (5). The pH of the .samples was determined at 38° -ndth 
the glass electrode, and the carbon dioxide tension and oxj'gen per cent 
saturation were calculated from the data. 

Results 

The data obtained are presented in Tables I and II. The.se data show 
that many of the changes in composition of the indmdual constituents of 

* Tliia study was aided by grants from the Harriugtou Fund and the Rockefeller 
Foun dation. 
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Tauw: I 

Changes Produced in Arterial and InlcrnalJugitlar Blood of Three Subjcels by Brcalhmg 
Air Enriched with Carbon Dioxide 


Sam- 

ple 

No. 


Time 


pH at 38“ 


COj content 


Artery Vein lArtery Vein 


IV 10.39 
lA 10.44 
2 10.481 

10.481 


voh 

per 

cent 


7.384 


COj tension 


Arlcryl Vein 


17.427 
7.451 
Carbon dioxide on 


7.392] 


V(ll. 

per 
cent 

I 66. 3 I 

50.2 
50. li 56. 2| 


mm, 

III 


3 

4V 

5 

6 

7 

8 
9 

IV 

lA 

2 


10:517.433 7.381 
10.56 7.303] 

10.67 7.300 7.300] 


51.0 55.5] 
59.5] 
55.9 59.9 


10.59 


Carbon dioxide off 


11.00|7. 49417. 412] 
11.05 
11.17 

'7.430|7.360| 


7.413 7.370 
7.433 7.362 


3 

4 

5 
0 

7 

8 

IV 

lA 

o 


o 

0 

7 

8 
9 

10 


11.29] 

10.37 

110.4717.431 

110.4917.431 

10.64 

10 . 86 ] 


Artery Vein 


tnm. 

ih 

48.8] 


47.21 55.9 
50.2] 

50.2] 

50.0] 


7.384 


56.01 

50.0] 

55.5] 

57.2] 


40.2] 

38.3 

40.3] 

57.4] 

33.0 

41.3 
39.7, 
39.7] 


47.8] 

I 

48.4 

61.1 

62.0 


45. 5 I 
50.0 
50.8] 
50.6] 
51. 


50.31 

i7.370l 50.31 57.4 
Carbon dioxide on 
7.43117.3911 50.11 50.8] 
10.5817.28917.2971 59.61 59.5] 
10.59] Carbon dioxide off 


11.0017.439 7.378' 
470 7.373 


7.421 


11.00 

11.17 
11.28] 

10.11 
10.1517.434' 

10.17 7.423 


7.371 


10.23 

10.24 
10.27 


17. 42517. 360 
|7 .373 


7.3751 


49.5' 

48.8 

50.4 

50.3 

48.3 

48.4 


54.3 

56.4 

56.5 
57.4 
54.5' 

54.2 


42.3 
42. 2 I 

42.1 

66 . 2 ] 

40.8] 
37.9 
43 0] 

42.8] 

39. 

40. 


C'arbon dioxide on 


7.443 

,7.368' 


10.29 7.348 


7.378] 
,7.347 
7 .310' 


Carlxin dioxide off 


10. 3117.31617. 2861 

10.32 

10.33 
10 38' 

10 4S] 

11 02 


47.5 

51.1 

52.6' 

53.8] 


51.0 
54.7] 

56.0 
56.8 


7.430] 

|7.308 

45.5] 

52.6 

7.428 

7.370 

47.0 

53.3 

7 . 420 ' 

7.37V 

48 . 7 ' 

54 0 

7.413 

7.308 

48.2 

54.2 


38. 

47. 

51. 

55. 

37 

39 

40 


Oi content 


voi, 

per 

cent 


rot, 

per 

cent 

11.3 


53.5] 

51.1 

64.4 


17.4 

17.51 

17.5] 

17. 6| 

17.7' 

17.6 

17.4 

17.5] 

21.9' 

21.9 

22 . 0 ] 

22.1 


saturation 


Scrum in- 
organic P 


Ar- 
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per 

cent 


03. G! 
11.1 93.8! 


11.6] 

14.4 

16.3 

9.7 


94.0162.2] 
77.6 


Vein 


per 

cent 


60.7 


60.0 


94.4 


95.1 


12.1 95.0] 

11.593.0 

12.0 93.8) 
14.6 


49.4 

52.2 
52. 
53.71 
50.21 

49.5) 

49.3 

52.8] 
58.7 
62.7' 

48.9] 
49.1 
50.0] 


l94.0l 

,94.0) 


11.0 50.2 


22.0 

22.0 

21.9 

21 . 8 , 

20 . 6 ] 

20 . 5 ' 

20.7 
20.6 
20.6 

20.8 

20 . 8 ] 

20 . 6 ] 

20 . 

20 . 6 ] 


Ar- 
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mg. 

per 

cent 


3.10 


Vein 


per 

cent 

3.101 


Ar- 

tery 

mg. 

per 

cent 


3.193.19 


88.03.45 3.49 

52.03.323.33 
65.6 


14.81 

15.4 
18.5, 

16.7 
14.8' 

15.0 

14.4|93.0| 

14.0 

93.9 
14.3 93.8] 


61.8 

64.5 

63.8 

64.5] 


94.6 67.5, 
l95. 0 81.0] 

I94.273.O] 


,94.2 

93.8 


94.8163.5' 
75.61 


64.9' 
05.4 
02 . 8 ] 
04. 8| 

i65.7 


2.99] 

2.99 

2.97 

I3.09] 

3.09 

2.93' 


94.6 

194.6] 

95.2] 


82.6 3.03 

88.6 3.04] 


3.19|3.19 
97 

, 2 . 97 ' 


2.97 

3.01 

2.97 


13.9 
16.6 
17.9] 

19.2] 

15.095.068.] 
14. 094. 066. S] 
13.0 93.7 62.4 
14.594.066.3] 


2.98] 

'2.98 


3.04 
3.04 
3.04 
3 


3.04 

3.04 

3.04 

3.04 


Lactic 

acid 


Vein 


mg. 

per 

cent 

16 . 9 


16.0] 

15.2 

14.5 

7.2 

12 
13.9] 
13.8 

14.5 

I 

8 . 8 ] 

9.0 

11.6 

9.3 

6.0 

7.5 

11.5 


16.9 


3.09 

3.09|10.2] 
2.93 


16.5 

11.0 

9.2 

15.4 

15.4 

15.2 

15.4 
9.5 

9.5 

12.6 
10.6 

7.2 

9.7 

12.1 

10.4 

15.5 


9.1 
8.7 

8.2 

04110.0] 


12.5 

U. 513.8 


3.04 

3.04 

3.01 

3.01 


14.5 

15.4 

11.5] 

9.9i 


1 


10.5 

9.6 

9.6 

10.8 

10. 1 

15.9 
13.3 

10.9 


tlie iirtcrial and internal jugular blood can be correlated with the primaty 
effect, the alteration of the level of carbon dioxide in the arterial blood. 
Slight but definite alterations occur in the concentration of inorganic phos- 
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Table II 


Changes Produced in Arterial and Internal Jugular Blood of Three Subjeets by 
Voluntary Hypcrrentilation 


Sun- 


pH at 35" 

CO: content 

CO: tension 

O: content 

o=. 

saturation 

Serum in 
organic P 

Lactic 

acid 

No. 


Arleo’ 

Vein 

ArteT5' 

Vein 

Artery 

Vein 

Artery 

Vein 

Ar- 

tery 

Vein 

Ar- 

tery 

Vein 

Ar- 

tery 

Vein 


ajn. 



Tffl. 

per 

Ctrl 

zcl. 

per 

etnl 

etn. 

nt 

nm. 

Bt 

TSl. 

per 

cent 

rsl. 

per 

cert 

Per 

cent 

per 

cent 

m:. 

per 

cert 

ri- 

per 

cert 

rtg. 

per 

cent 

r’g. 

per 

cent 

IV 

9.54 


7.335 


56.6 


54.8 



11.9 


61.1 


3.23 


11.2 

2 

9.59 

7.374 

7.321 

49.8 

56.5 

44.9 

56 3 

18.4 

12 0 

93.5 

61.6 

3.18 

3.23 

8.8 

11 S 



Oven’entilation begun 











3 


7.583 


42.7 

50 7 

25 2 

45 8 

18. 

7 

8 5 

95.0 

43.6 

3 03 

3 01 

8.4 

10.4 

4 

10.05 

7.551 

7 442 

iinB 

53 5 

25 4 

42.7 

18.9 

7.4 

90 0 

38. 0 

2.90 

2 99 

9.0 

15.5 

5 

10.07 

7.622 

7.479 

38.4 

53 4 


38.1 

IS. 8 

6 3 

95 5 

32.3 

2 90 

2 91 

11 3 

16.8 


10.07 













10.08 


R91B 












6 

[HMD] 

7 544 


46 3 

52 3 

29 6 

35.3 

18 

0 

9 3 

91.5 

47 7 

3 00 

3 00 

13 3 

15.4 

7 

10.19 

7 419 

7.345 

48.3 

53 1 

39 9 


18 

5 

11 9 

94 0 

61.1 

3.01 

3 02 

10.5 

12 1 

8V 

10.35 


7 363 


55 5 


50 7 



11 6 


59 5 




16.6 

9 

10.39 


7 345 

49 3 

56 6 

43 0 

53 5 

18 

4 

11 8 

93 5 

60 5 

3.00 

3 00 

14.0 

15.3 

IV 

im!!! 


7 375 


53 1 


47 2 



11 4 


58 6 


2 66 


10.9 

lA 

10.43 

rKEl 


46 6 


36 6 


18 

2 


93.6 


2 66 


9.0 


2 

10.49 

7 438 

7 375 

46 4 

53 2 

36 7 

47 3 

IS 

1 

11 2 

93.1 

57.6 



8.5 

10 7 


10.52 

Overventilation begu 

n 











3 

10.53 

7 572 

7 454 

38 7 

53 3 

23 3 

ETiKt 

18 

7 

8.9 

96.1 

45 8 

2 57 

2 57 

10.8 

14.2 

4 

10.55 

7.611 

7 474 

36 6 

51 8 

wsm 

36 9 

18 

6 

7 6 

95 6 

39 1 

2.4S 

2.48 

11 0 

13 8 

5 

10 58 

7 667 

7 524 

35 8 

49 5 

17 7 

32 I 

IS 

7 

7 1 

96 1 

36.5 

2.40 

2.43 

15.1 

10.1 


10 58 

Over\’entilation over 












6 

ilWo 

7.535 

7 464 

gllK 

51 7 

26 3 

38 1 

17 

5 

8 9 

90 0 

45 8 

2 37 

2 42 

13.2 

10.2 

7 

11 06 

7.444 


44 8 

51 9 

34 7 

42 8 

15 

2 

9 4 

78 1 

48.4 

2.21 

2 20 

15.2 

17.9 

8V 

11.16 


7 393 


52 8 


45 2 



11 8 


60.7 


2 21 



9 

11.21 

7.425 

7 363 

46 1 

53 1 

37 4 

48 3 

IS 

1 

11 4 

93 1 

5S.6 

2.18 

2.19 

14.8 

15 9 

IV 

11.11 


7 396 


52 9 


47 1 



15 3 


64.4 


3.50 


11.9 

lA 

11 13 

7 448 




37 4 


22 

3 


93 6 


3.48 


10.0 


2 

11.17 

7.446 

7.386 

45 8 

52 2 

37 6 

47 7 

22 

2 

16.6 

93 5 

69.9 



10.1 

11.3 


11.18 

Overventilation begun 











3 

11.19 

7 551 

7.444 

39 3 

52 4 


42 1 

22 

5 

12 8 

94 5 

54.0 


3 42 

11 8 

12.0 

4 

11.21 

7.591 

7 455 

36.8 

51.2 

22.5 


22 

6 

10 7 

94.9 

44.7 


3.35 

12 5 

14.1 

5 

11 23 

7 633 

7 499 

34 7 

49 7 

19 5 


22 

8 

9 7 

95.8 

40 5 

3.05 

3.07 

13 3 

14.4 


11.24 

1 Over\'entilation over 












6 

11.25 


7.461 

43.3 

49.9 

mumi 

38 7 

20 

4 

11 9 

SO 2 

50 0 

2.99 

3 03 

12 5 

13 6 

7 

11.29 

7.474 

7.419 

44.6 


32 9 

42 7 

20 

0 

13 8 

84 0 

58 1 



11 5 

11.3 

8 

11.35 

7.441 

7 412 

45 6 

50 4 

37.8 

43 4 

21 

7 

14 1 

91.2 

59.1 

2 99 

3 03 

8 4 

11.1 

9 

11 44 

7.144 

7 376 

46.2 

51 4 

lEilii 

47 6 

22 

2 

14 6 

93 5 

01 2 



9 2 

10 8 

10 

11 54 

7.441 

7.373 


52 8 


49 1 



15 0 


03 3 


2 91 

10 6 

11 9 


phonis which, though not parallel to the changes in carbon dioxide, arc in 
the same direction. Also, a definite inverse relationship is apparent be- 
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ARTERIAli AND CEREBRAL VENOUS BLOOD 


tween the lactic acid and the carbon dioxide levels. When carbon 
dioxide-enriched air is breathed, a decrease in lactic acid occure, in spite of 
the violent activity of the respiratory muscles. The short period effects of 
carbon dioxide on lactic acid that appear here are entirely in accord with the 
earlier results of Anrep and Cannan (6) on the heart-lung preparation, and 
of Long. (7) on man, when the carbon dioxide levels were altered for longer 



Fio. 1. The ncid-bnse displacement and recovery paths produced in the three indi- 
viduals shown in Table I, breathing carbon dioxide-enriched air for short periods. 
O, arterial blood; ©, internal iugular blood; BHCOs, mM per liter of serum; CO 2 , 
carbon dioxide tension in mm. of mercury. The figures placed beside the dots indi- 
cate the order in which blood samples were drawn. 

periods of time. The present results emphasize the speed with which such 
changes are brought about. 

Comparison of the fluctuations of pH, carbon dioxide tension, and carbon 
dioxide content of the arterial and internal jugular blood reveals that the 
Iirain is protected from rapid alteration of its acid-base balance for the 
quantitative changes in the arterial blood are much greater than in the 
venous blood. The degree of protection is somewhat greater against a 
decreased level of arterial carbon dioxide than against an increased level. 

I'igs. 1 and 2 show the acid-base displacement paths (8), for increased and 
decreased levels of arterial carbon dioxide respectively, and they show the 



XIMS, GIBBS, AJ»D LEN’XOX 


193 


relationship that exists between simultaneously dra^Ti samples of arterial 
and internal jugular blood. From Fig. 1 it may be seen that when carbon 
dioxide-enriched air is breathed the arterial and the cerebral venous blood.s 
become more nearh' alike as regards their acid-base characteristics. In 



Z30 7.ZO 7.30 7.60 pH 


Fig. 2. The acid-base displacement and recovery paths produced in the three indi- 
viduals shown in Table II by vigorous hyperventilation. S}'mbols and abbreviations 
as in Fig. 1. Note the diflerencp in slope between the path for the internal jugular 
blood and the arterial blood. 

contrast, as shown in Fig. 2, when the lungs are oveiventilated, the differ- 
ence between arterial and cerebral venous blood is accentuated. 

The da.sh line through the center of these plots is an in vitro titration 
curve of blood with carbon dio.xide (9). It should be noticed how closel 3 ' 
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AnTEUIAL AND CEUEHUAD VENOUS DDOOD 


the in vivo titration curve of arterial blood with carbon dioxide parallels the 
slope of the in vilro cun''e. The slope of the internal jugular blood dis- 
placement path, particularly during h 3 ’^pci'ventilation, is quite different. 
This is due to the fact that only a very small change is produced in the base 
bicarbonate of the cerebral venous blood bj'^ hypenmntilation. 

In the normal individuals studied here, the displacement paths are re- 
traced quite closely during recovery. This behavior is distinctly different 
from that observed in the petit mal epileptics previousl,v studied (10). In 



I'lG. 3. The relation between the change in carbon dioxide level of the arterial 
blood and the change in oxygen level in the internal jugular blood; data from eight 
individuals. O, experiments in which hyperventilation was performed; ©, experi- 
ments in which c.arbon dioxide-enriched air was breathed. 


these patients the displacement path during hyperventilation is not retraced 
during recoverj', with the result that loops are produced. 

Although the circulation of the brain does protect the brain somewhat 
from arterial changes in acid-base balance, it does so only at the expense 
of wide fluctuations in oxygen level. The observed saturation of oxygen in 
the internal jugular blood went as high as 88 per cent during inhalation of 
carbon diox'ide mixtures, and as low as 32 per cent during Ityperventilation. 
Fig. 3 indicates a close relationship between the arterial carbon dioxide level 
and the interna! jugular o.xygen level. A change of 1 volume per cent from 
the proliminarj- value in the carbon dio.xide level of the arterial blood pro- 
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duces a change of 0.5 volume per cent in the o.xj'gen level of the cerebral 
venous blood. From this it is clear that a sudden increase in arterial car- 
bon dioxide causes an increased oxj’gen supply to the brain. 

DISCUSSION' 

The chemical findings presented here confirm the e\ddence collected by 
Lenno.x and his coworkers (1-3) that at normal oxj'gen pressures the brain 
is protected from rapid changes in its acid-base balance. This protection 
is largely achieved bj’ an alteration of blood flow; the diameter of the blood 
vessels closely follows the acid-base balance of the arterial blood, as the data 
presented in Fig. 3 demonstrate. The limits through which the regulation 
of blood flow serves to stabilize the acid-base balance of the brain are only 
slightly greater than are covered by the present data; as has already’ been 
demonstrated (2), the constriction of the cerebral vessels to an alkaline state 
of the arterial blood is released if the o.xj’gen saturation of the internal 
jugular blood falls below 30 per cent. Under such conditions, the mech- 
anism protecting the acid-base equilibrium of the brain is sacrificed b 3 - as 
jxt imknown means to the need of the brain for oxj-gen. 

suxnuRY 

Chemical e.xamination of the internal jugular blood of healthj' jnung 
men, when rapid increases or decreases of carbon dioxide in the arterial 
blood are produced, reveals the presence of effective mechanisms which 
serve to protect the brain from alterations of its acid-base balance. 

A direct relation between the inorganic phosphorus and carbon dioxide 
levels of the blood and an inverse relation between the lactic acid and carbon 
dioxide levels have been found during changes in carbon dio.xide concentra- 
tion of the arterial blood when these changes are produced b^' breathing 
carbon dioxide-enriched air and b}' pulmonaiy overventilation. 
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THE EFFECT OF SOME INORGANIC PLANT NUTRIENTS ON 
]\rALT DIASTASE ACTDTLTY 

Br ALBERT E. BRAUN 

{From the Department of Botany, Unirersity of Idaho, Jloscote) 

(Received for publication, June 25, 1942) 

It has long been knotvn that the activity of diastase naay be altered by 
the addition of salts to the medium. Increase in the acti\-ity of diastase 
can be brought about bj- the addition of sodium fluoride, sodium chloride, 
calcium chloride, potassium chloride, barium chloride, and magnesium 
chloride, according to Haehn and Schweigart (1). Thet' also reported a 
decrease in activity of diastase by the addition of zinc, cadmium, lead, and 
copper. It may also be noted that they did not observe complete inactiva- 
tion of the enzjTne in the absence of a salt. Haehn and Schweigart (1) 
cite 'W. S. Hjin as stating that the concentration of the salt determines 
■whether enzyme acti%'it}' is increased or depressed. An increase in diastase 
activity -was obser\-ed by Sherman and Thomas (2) when they added so- 
dium chloride, potassium chloride, sodium nitrate, sodium sulfate, primary- 
sodium phosphate, and primaiy- potassium phosphate to their solutions. 
James and Cattle (3) concluded that potassium chloride increased diastase 
acti'vity of leaves and that the chloride ion activates the diastase stronglj', 
while the potassium ion increases the amount of diastase formed in leaves. 
Doby and Hibbard (4) state that diastase is strongly activated by the 
chloride ion and weakly bj' the potassium, nitrate, and fluoride ion. In 
this study it was desired to ascertain the effect of some plant nutrient 
elements on malt diastase activity’. 

EXPEKIMENT.4L 

A commercial potato starch, purified by dialyzing in a collodion bag 
against distilled water for 5 days, was used for the substrate. A com- 
mercial malt diastase preparation was purified in the same manner. The 
colorimetric method was used for starch determination and was essentiall 3 ' 
the same method as that described by Paloheimo (5), Paloheimo and 
Paloheimo (6), and Paloheimo and Antila (7). Light intensitj- was meas- 
ured by use of a photelometer equipped ■with a Cenco orange filter No. 4. 
The medium was not buffered, for it is not kno^wn what effect a buffer has 
on enzyme activity. 

The compounds considered in this study, manganese chloride, zinc 
chloride, iron chloride, copper chloride, and boric acid, are essential for 
plant growth in relatively very small amounts. Comparisons were made 
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MALT DIASTASE ACTIVITY 


on the basis of ionic strength, except for boric acid. Fig. 1 shows the 
effect of the four salts on diastase activity when the media had a salt 
concentration of 0.0003 ionic strength. Manganese chloride and zinc 
chloride increased diastase activity, while copper chloride and iron chloride 
decreased diastase activity, as compared to a medium containing no salt 
compound. The order of activation is not the same throughout the experi- 
ment. Copper chloride depressed diastase activity less than iron chloride 
to a starch concentration of 0.0056 per cent, after which copper chloride 
depressed diastase activity more than iron chloride. When the media 
had a salt concentration of 0.003 ionic strength, the rate of diastase activity 
was depressed, except ivith manganese chloiide, which increased diastase 
activity up to an ionic strength of 0.3. However, when the solutions 



Fig. 1. Effect of the four salts on malt diastase activity 


had an ionic strength of 0.00003, the rate of diastase activity was approxi- 
mately the same as when no salts were added. When the four salts were 
mixed in the same medium and the solution had a total ionic strength of 
0.0003, the rate of diastase activity ivas also approximatel 3 '' the same as 
when no salts were added. 

The results seem to indicate that the metallic ion influences diastase 
activity strongly, while the chloride ion has little effect on diastase activ- 
it}', for the effect of an increase or decrease in concentration of a salt is 
correlated irith the metallic ion and not with the chloride ion. 

In comparing the effect of boric acid on diastase activity we found that 
in a 0.00001 molal solution approximately the same activity rate was 
obtained as when no salt compound was present, but in a 0.0001 molal 
solution or stronger the activity was depressed. 
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STJ5ISLARY 

It was found that the effect on diastase acti\'ity of the compounds con- 
sidered in this studj- depends not only on the kind of compound but also 
on the concentration of the compound in the medium. Under the condi- 
tions of the experiment manganese chloride increased diastase acti\'ity up 
to an ionic strength of 0.3, zinc chloride up t'o an ionic strength of 0.0003, 
while iron chloride, copper chloride, and boric acid did not increase dia.stase 
actuity in any concentration employed. 
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THE REPLACEABILITY OF rfZ-METHIONINE IN THE DIET 
OF THE RAT WITH ITS a-KETO ACID ANALOGUE* 

Br WILLIAM M. CAHILL axd GUILFORD G. RUDOLPH 
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(Received for publication, June 22, 1942) 

There is strong evidence for the belief that methionine may be oxida- 
tively deaminated in the animal organism. Not only has it been shown 
that a-keto- 7 -methiolbutyric acid is formed by the action of kidney slices 
on methionine tmder proper conditions (2), but also that rats fed large 
amounts of this sulfur-containing amino acid e.xcrete the corresponding 
a-ketonic acid in the urine (3). Although a number of compounds closely 
allied to methionine, including the corresponding sulfoxide (4), sulfone (5), 
and methylsulfonium chloride (5), as well as homocystine (6) and a- 
hydroxy- 7 -methiolbutyric acid (7), have been studied with reference to 
their effectiveness in replacing methionine for growth purposes in the diet 
of yoimg rats, it has remained for the a-keto acid analogue of the latter 
amino acid to be investigated in this regard. 

The preparation of a-keto-y-metliiolbutyric acid for the present study 
involved splitting the corresponding 2,4-dinitrophenylhydrazine deriva- 
tive bj' heating under pressure with aqueous acetone, a procedure similar 
to that used successfully by Collatz and Neuberg (8) to prepare co’^stalline 
dihydroxj'acetone from its hydrazone. In the present instance the appro- 
priate hydrazone was prepared in quantity by taking advantage of a 
reaction reported some years ago by Bergmann and Stem (9). These 
investigators observed that the chemical oxidative deamination of alanine 
could be effected by converting the amino acid to its a-bromopropionyl 
derivative, treating the latter a-ith acetic anhydride and sodium acetate to 
form a halogen-free azlactone, and subsequentlj'- heating the mixture adth 
dilute acid. An intramolecular oxidation-reduction reaction is involved 
in which the a-carbon of the amino acid is oxidized to a keto group, and the 
halogenated fatty acid is reduced to the non-substituted fatty acid. We 
have found that methionine can be oxidatively deaminated in a similar 
manner. 

* A preliminary report was presented before the Thirt 5 ’ -sixth annual meeting of 
the American Society of Biological Chemists at Boston, 1942 (1) . 

Aided by a grant from the Michigan Academy of Science, Arts and Letters. 

The data in this paper are taken from a thesis submitted by Guilford G. Rudolph 
in partial fulfilment of the requirements for the degree of Master of Science in the 
Graduate School of Wayne University. 
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a-KETO-Y-METHIOLBUTYRATE 


EXPERIMENTAL 

Preparation of a-BTomopropionylmeihioninc — 3 gm. of (Zf-mclhionine 
(Hoffmann-La Roche) were dissolved in 20.1 cc. of n NaOH and tlie solu- 
tion was placed in an ice bath. At the end of each 5 minute interval during 
the course of 1 hour, 1.7 cc. of NaOH and 0.36 gm. of a-bromopi'opionyl 
bromide were added to the cold solution, which was agitated vigorously 
after each addition to facilitate the reaction. After the final addition of 
alkali and bromide, the solution was allowed to stand for \ hour at room 
temperature and was finally filtered into an evaporating dish and acidified 
with 3.4 cc. of 6 N HCl. The solution was then concentrated to about one- 
fourth of its volume by allowing it to stand several hours in an evacuated 
desiccator over anhydrous calcium chloride and phosphoric anhydride. 
The colorless prismatic crystals which formed were filtered off and, after 
being washed with cold water and thoroughlj' dried, thej- Aveighed 3.16 gm. 
The N calculated is 4.93 per cent; found, 4.79. After recrystallization 
from water, the compound melted at 111.5-112.5° (corrected) and con- 
tained 4.91 per cent N. For preparation of the hydrazone the unrecrystal- 
lizcd material was used. 

Preparation of the 2 ,4-Dinilrophenylhydrazone of a-Keio-y-methiolbuturic 
Acid — 3 gm. of a'bromopropion 3 'hncthionine were stirred for 10 minutes at 
room temperature in a large Pyrex test-tube with 1.7 gm. of freshlj’' fused 
sodium acetate and 9.5 cc. of acetic anhj'dride. 24 cc. of x HCl were added 
and the mixture was heated in a boiling water bath for 5 minutes and sub- 
.sequontlj' cooled. The contents of the tube wore then mixed with 125 cc. 
of 2 N HCl which contained 2,1 gm. of 2,4-dinitrophcnjdhj’drazine. The 
hydrazone which formed immediately was filtered off after the flask had 
stood oA'ernight in the refrigerator. After reciystallization from dilute 
methanol and from water, the hydrazone rvas further purified by dissolving 
it in a 2 per cent sodium carbonate solution and precipitating with HCl. 
After again being crj’stallized from water, 1.3 gm. of j^llow micro ciystal-' 
linc hydrazone were obtained which melted at 148-149°. The N calcu- 
lated i.s 17.07 per cent; found, 17.04. The nitrogen was determined by the 
modified Kjeldahl method of Simek (10), which involves a preliminary re- 
duction with sodium hydrosulfite (XajS;!)^) and which is designed for this 
type of compound. Waclsch and Borck (2) have reported a melting point 
of 149° for the compound Avhich was prepared by allowing kidney slices to 
dcaminate methionine oxidatively, and then precipitating the keto acid as 
the 2 ,4-dinitrophenylh.vdrazonc. 

Splilling thr.2 ,/rDi)iilrophcnylhydrazo7ic- 2 gin. of the 2,4-dinitrophenyI- 
hydrazonc of a-kcto-y-mcthiolbut\'ric acid were dissoh^cd in 120 cc .of a 
50 per cent aqueous solution of acetone and the mixture was heated for 4 
houi-s in a 200 cc. pressure bottle which was kept in a constant temperature 
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water bath at 90-92°. The flask was then kept in the refrigerator over- 
night, after which the contents were concentrated to about 40 cc. in vacuo. 
The unsplit hydrazanc and the 2,4-dinitrophenyIhydrazone of acetone 
Were filtered off, and, after neutralization with 0.5 n* barium hydro-vide, the 
filtrate was taken to drjmess in the vacuum desiccator over PiOs and 
CaCl*. Several 2 gm. samples of the h3-drazone were treated in this man- 
ner. In each case the unsplit hj-drazone was separated from the 2,4- 
dinitrophonj'lhj'drazonc of acetone bj* dissohung in 2 per cent sodium 
carbonate solution, filtering, and reprecipitating with HCl. The precipi- 



Fig. 1. Gron-th of rats fed a basal arachin diet and a supplemented basal diet. 
The letters indicate the diets employed during the experimental period: Diet B, 
basal arachin diet; Diet K, 513 mg. of sodium n-keto-T-methiolbutyrate per 100 gm. 
of basal diet; Diet M, 430 mg. of dl-metbionine per 100 gm. of basal diet; Diet C,360 
mg. of Z-cystine per 100 gm. of basal diet; Diet “K,” 31 mg. of sodium o-keto-y- 
methiolbutyrate in water injected subcutaneously each day in a rat fed the basal 
arachin diet; Diet H, 9S2 mg. of 2,4-dinitrophenylhydrazone of a-keto-y-methiol- 
bntjTic acid per 100 gm. of basal diet; Diet BR, 85S mg. of a-bromopropionyl-dZ- 
methionine per 100 gm. of basal diet. The figures in parentheses indicate the initial 
weights of the animals; those in brackets, the number of animals represented by the 
curve. The figures below the curves indicate the average daily food consumption 
in gm. for each interval. 

tate was then again subjected to the acetone treatment. From 9.5 gm. of 
the hj'drazone 3.0 gm. of the barium salt of or-keto-T-methiolbutyric acid 
were obtained, which after decolorization with activated charcoal con- 
tained 32.55 per cent Ba and 15.41 per cent S. (Calculated, Ba 31.82, S 
14.85.) The salt did not give a test for nitrogen and gave a precipitate 
with 2,4-dinitrophenyUij'-drazine which dissolved in a sodium carbonate 
solution with the production of the deep red color that is characteristic of 
the 2,4-dinitrophenylhydrazone of a-keto acids treated in this ma n ner. 
The sodium salt of the keto acid was used in the am'mal expeiiments. It 
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was prepared by treating an aqueous solution of the barium salt with tlic 
requisite amount of Na 2 S 04 and centrifuging to remove the BaSOi. 

Animal Experiments — Sprague-Dawlcy rats were fed a methionine-low 
diet which was identical with that used by White and Beach (6), except 
that starch was leplaced with dextrin. Arachin for the diet was prepared 
from peanut meal by the method of Johns and Jones (11). The basal diet 
was supplemented with the sodium salt of a-keto-'y-methiolbutyric acid, or 
with df-methionine, or with other compounds as indicated in Fig. 1. As 
may be seen in Fig. 1, the keto acid derived from methionine was, like dl- 
methionine itself, effective in promoting the growth of rats fed a diet low 
in this amino acid, whereas neither a-bromopropionyl-dl-methionine nor 
the 2,4-dinitrophenjdhydi'azine derivative of the keto acid was effective in 
this respect. Cystine, included for comparison, also had no comparable 
effect, as has been previously shown (6). The average daily gain of the 
rats during the period in which they were fed the diet supplemented ■with 
the keto acid was 1.3 gm., while the rats provided with d/-methionine 
gained an average of 1.25 gm. dail 3 \ The food consumption of the rats was 
also increased Avhen the diet was supplemented rvith methionine or its keto 
acid analogue, as sho-wn in Fig. 1. The subcutaneous injection of an 
aqueous solution of the sodium salt of the keto acid in a rat fed the methio- 
nine-low diet also promoted the growth of the animal as is likewse indi- 
cated, Owing probably to leakage of some of the injected keto acid 
solution, however, the parenteral route w’as not as effective as the oral in 
promoting growth in this instance. 

Jackson and Block (12) have pointed out that the utilization of d-methio- 
nine as well as of the dl-a-hydroxy and the dZ-N-raethyl derivatives of this 
amino acid . seems to speak for processes invol'ving a common meta- 
bolic intermediate and, in particular, the corresponding a-ketonic acid.” 
Indeed, on the basis of indirect evidence obtained in a study of N-methyl- 
mcthioninc, Patterson, Dyer, and du Vigneaud (13) have inferred that 
flic keto acid derived from methionine would be utilizable in place of 
the amino acid. The present experiment bears out this prediction. 

SUMMARY 

1 . The preparation of a salt of «-keto-'y-methiolbutyric acid by a proce- 
dure involving the chemical oxidative deamination of methionine is de- 
scribed. 

2. The sodium salt of the a-keto acid derived from methionine is capable 
of replacing rff-methionine for growth purposes in young rats. 
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CHOLINE AND THE PRE\TENTION OF HEMORRHAGIC KID- 
NEYS IN THE RAT 

Br JEAN M. PATTERSON akd E. W. McHENRY 
(From the School of Hygiene, University of Toronto, Toronto, Canada) 

(Received for publication, Alay 11, 1942) 

Three functions have been ascribed to choline in animal metabolism: 

(а) the prevention of fatty livers, due according to Welch (1) to the forma- 
tion of phospholipids and consequent removal of neutral fat from the liver; 

(б) the prevention of a depressed function of the vagus nerv’e, which ac- 
companies a dietary deficiency of choline, ascribed b 3 ' Solandt and Best 
(2) to an inadequate formation of acetj’lcholine; (c) the supply of labile 
methj'l groups, for example, for the methj-lation of homoej'-stine, reported 
bj' du Vigneaud and associates (3). 

Griffith and Wade (4) have described the production of renal hemor- 
rhage in very j'oung rats maintained on a low choline diet; Griffith and 
MuHord (5) postulated that the renal degeneration was due to a lack of 
labile methyl groups, mainlj' because the feeding of methionine would pre- 
vent the lesion. Welch (6) observed that renal hemorrhage could be pre- 
vented by supplj-ing triethj-lcholine, a substance which has been shown not 
to furnish methyl groups (3). Because of this obser\'ation, and because of 
the evidence regarding the relation of lipotropic action to phospholipid 
formation, it seemed possible that the renal damage might be due to a 
failure of phospholipid formation in the liver with consequent phospholipid 
deficiencj' in the kidnej-. Griffith and Wade (4) have stated that renal 
hemorrhage can be produced most easilj' in only one brief portion of the 
rat’s life, that immediatelj- after weaning. This is a period of rapid growth, 
during which a supplj' of phospholipid maj- be particularh' essential for the 
production of normal cellular structure. 

The observations reported in this paper deal with the possible correlation 
between alterations in the phospholipid content of kidnej-s and the coinci- 
dent production of renal hemorrhage. 

Method 

Young male albino rats of the Wistar strain reared in the Connaught 
Laboratories colony were used at an initial weight of 40 to 45 gm., a range 
corresponding to that used bj’ Griffith and associates (4). The animals 
were housed in individual screen bottom cages, vith water supplied ad 
libitiim. The basal, low choline diet had the following composition; 
casein (Labco, Htamin-free), 10.0 per cent; com oil (Mazola), 30.0; sucrose 
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(Redpath), 53.5; salt mixture (Steenbock-Nelson, Salts 40 (7)), 4.0; agar 
(British Drug Houses), 2.0; Z-cystine (Pfanstiehl), 0.5. 

To every 100 gm. of diet, 0.015 gm. of cod liver oil concentrate (Ayerst, 
McKenna and Harrison) was added to supply vitamins A and D. Each 
animal received a daily supplement, given by injection, containing 20 y of 
thiamine chloride, 20 y of riboflavin, 100 y of calcium pantothenate, and 
20 y of pyridoxine. 

All animals were killed by stunning after 10 days, except in the case of 
Series V. The liver and kidneys were removed and phospholipid deter- 
minations were made by the method of Bloor (8). Each group in Series 
I to IV contained ten animals and all results are given as arithmetical 
averages for each group. 


Table I 

Phospholipid Content of Rat Kidneys 


Series 

No. 

Lipotropic supplement 

Animals 
with renal 
hemorrhage 

Average 

kidney 

weight 

Average 

kidney 

phospho- 

lipid 

concentra- 

tion 

Phospho- 
lipid, total 
content 

I 

None 

per cent 

60 

sm. 

0.80 

per cent 

1.9 

mt. 


20 mg. choline per day, injected 

0 

0.67 

2.7 

18.2 

II 

None 

5)0 

1.15 

1.6 

18.4 


20 mg. choline per gm. food 

0 

0.78 

2.6 

19.6 

III 

None 

90 

1.11 

1.5 

16.3 


3 mg. triethylcholine per gm. food 

0 

0.74 

2.3 

16.8 

IV 

None 

80 

0.98 

1.7 

16.8 


5 mg. triethylcholine per gm. food 

0 

0.62 

2.4 

14.6 


EXPERIMENTAL 

Two groups of rats were used in each of Series I to IV, one group re- 
ceiving no lipotropic supplement, the other being given choline or tri- 
othylcholinc as indicated in Table I. Tlie results are shown in this table. 

Scries V was designed to show the rate of development of hemorrhagic 
kidneys and coincident changes of the kidney and liver phospholipids. 
The series was begim with 55 rats, five of these being killed on the 1st day. 
Pho 1 est w ere di\ ided into two groups, one of which received 2 mg. of 
choline per gm. of food, while the other was given no choline. Five animals 
of each group were killed on the _2nd, 4th, 6th, 8th, and 10th days. Changes 
in the aA crage weight of the kidneys and in the average concentration of 
pho.spholipids in the kidneys are given in Fig. 1. 

On the 10th experimental day all choline-deficient rats in all series showed 
loss of body weight, paralysis of the hind limbs, loss of hair, and a hunched 
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position. On autops 3 ’' the kidneys of most of these animals (percentages 
are given in Table I) were much enlarged and hemorrhagic. The livers 
showed tj'pical fatty infiltration and were slightlv' larger than those of the 
animals recehong choline. In each case the administration of a lipotropic 
supplement completelj' prevented the macroscopic picture of kidney lesions. 



z 



Fig. 1 Fig. 2 

Fig. 1. Average percentage concentration of phospholipid and average weight of 
rat kidneys. The solid line indicates the group with the choline supplement; the 
broken line that without choline. Curves A and B represent phospholipid percentage 
concentration and kidney weight respectively. 

Fig. 2. Average percentage concentration of phospholipid and average weight of 
rat liver. The solid line indicates the group with the choline supplement; the broken 
line that without choline. Curves A and B represent phospholipid percentage con- 
centration and liver weight respectively. 


In the case of each series deteiminations were made of the content of 
phospholipids in the livere. Fig. 2 shows the results for Series V. It will 
be noted that, in the group receiving choline, there is an initial, marked de- 
crease in the percentage concentration of liver phospholipids, possibly due 
to the effect of the tran.sfer of the rats from the stock diet to the experi- 
mental, high fat ration. At C days the phospholipid concentration had 
increased. There was, however, a definite difference between the two 
groups of animals. A .similar difference was obseiwed in all series. 
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DISCUSSION 

In confirmation of the work of Welch (6) triethylcholine was found to 
prevent the production of hemorrhagic kidneys. This substance does not 
act, according to du Vigneaud, Chandler, Moyer, and Keppel (3), as a 
donator of methyl groups, but it could be assumed to stimulate the forma- 
tion of phospholipids, since it has lipotropic activity. More recently, 
Landau and Welch (9) have shown that arsenocholine Avill prevent hemor- 
rhagic kidneys and mil enter into the synthesis of phospholipids, but vill 
not donate methyl groups to homocystine. 

In each of the five series of animals used by us the percentage concentra- 
tion of phospholipids in hemorrhagic kidneys has been significantly less than 
in kidneys kept noimal by the administration of a lipotropic substance. 
There was, however, no significant difference between the total amounts of 
phospholipids in the kidneys. In Series V, on the 8th daj^, the percentage 
concentration of phospholipid in the damaged kidneys was 38 per cent less 
than that in the normal kidneys, while the hemorrhagic kidneys were 23 
per cent greater in weight. At this time the total amount of phospholipid 
in the hemorrhagic kidneys was 24 per cent less. On the 8th day 80 pei' 
cent of the rats not receiving choline showed hemorrhage but the marked 
increase in weight had not yet taken place. It seems significant that the 
percentage concentration and the total amount of phospholipid had di- 
minished and that hemorrhage had appeared before the kidneys became 
unusually large. 

During the 10 day experimental period the kidnej'S of the rats given a 
lipotropic substance show a gradual increase in weight, due apparently to 
normal growth, and there is an increase in phospholipid percentage concen- 
tration. This is in contrast to the changes in the kidneys of the rats hot 
receiving a lipotropic agent. We regard these results as additional evi- 
dence in support of the contention of Landau and Welch (9) that renal 
hemorrhage is not duo to the absence of labile meth 3 d groups but is caused 
by a failure of phospholipid formation. Additional support for their ex- 
planation is provided by the data showing phospholipid concentrations in 
the livers; in animals not receiving choline the phospholipid concentration 
was definitclj" less than in the group receiving choline. 

SUMMARY 

Hemorrhagic kidneys, produeed in rats by a deficiency of choline, have a 
diminished percentage concentration of phospholipids. Renal hemor- 
rhages can be prevented b 3 '' the administration of triethylcholine as well as 
by choline. It is suggested, on the basis of the experiments with choline, 
that the hemorrhages may result from a failure of phospholipid formation in 
the liver with consequent deficienc 3 ’ in the kidney. 
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DISCUSSION 

In confirmation of the work of Welch (6) triethylcholine was found to 
prevent the production of hemorrhagic kidneys. This substance does not 
act, according to du Vigneaud, Chandler, Moyer, and Keppel (3), as a 
donator of methyl groups, but it could be assumed to stimulate the forma- 
tion of phospholipids, since it has lipotropic activity. More recently, 
Landau and Welch (9) have shoivn that arsenocholine ivill prevent hemor- 
rhagic kidneys and ivill enter into the synthesis of phospholipids, but vill 
not donate methyl groups to homocystine. 

In each of the five series of animals used by us the percentage concentra- 
tion of phospholipids in hemorrhagic kidneys has been significant!}’^ less than 
in kidneys kept noimal by the administration of a lipotropic substance. 
There was, however, no significant difference between the total amounts of 
phospholipids in the kidneys. In Series V, on the 8th daj’’, the percentage 
concentration of phospholipid in the damaged kidnej’S was 38 per cent less 
than that in the normal kidneys, while the hemorrhagic kidneys were 23 
per cent greater in weight. At this time the total amount of phospholipid 
in the hemorrhagic kidneys was 24 per cent less. On the 8th da}’ 80 per 
cent of the rats not receiving choline showed hemorrhage but the marked 
increase in weight had not yet taken place. It seems significant that the 
percentage concentration and the total amount of phospholipid had di- 
minished and that hemorrhage had appeared before the kidneys became 
unusually large. 

During the 10 day experimental period the kidneys of the rats given a 
lipotropic substance show a gradual increase in weight, due apparently to 
normal growth, and there is an increase in phospholipid percentage concen- 
tration. This is in contrast to the changes in the kidneys of the rats not 
receiving a lipotropic agent. We regard these results as additional evi- 
dence in support of the contention of Landau and Welch (9) that renal 
hemorrhage is not due to the absence of labile methyl groups but is caused 
by a failure of phospholipid formation. Additional support for their ex- 
planation is provided by the data showing phospholipid concentrations in 
the livers; in animals not receiving choline the phospholipid concentration 
was definitely less than in the group receiving choline. 

SUMMARY 

Hemonhagic kidneys, produced in rats by a deficiency of choline, have a 
diminished percentage concentration of phospholipids. Renal hemor- 
rhages can be prevented by the administration of triethylcholine as well as 
by choline. It is suggested, on the basis of the experiments with choline, 
that the hemorrhages may result from a failure of phospholipid formation in 
the liver with consequent deficiency in the kidney. 
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Richter and Clisby (1) have investigated the toxic effect of phenylthio- 
carbamide in rats. The acute toxic effect is characterized bj' an effusion of 
fluid into the thoracic ca^^t}•, but in chronic poisoning there is a lowered 
body temperature, which suggests a depression of metabolism, and com- 
pensatorj' changes in the thj’roid. It was therefore of interest to test the 
effect of the drug in vitro on isolated enzynne systems. 

Further, Richter and Clisbj' (2) obsen-ed graying of the hair in black rats 
after feeding phenylthiocarbamide to them for 2 or 3 months. This sug- 
gested an interference with melanin formation, and for this reason we inves- 
tigated the effect of the drug on tyrosinase. Phenylthiocarbamide is a very- 
effective inhibitor for tyrosinase, even in concentrations as low as 1 X 10~' ii, 
and the characteristics of this inhibition are described. The experiments 
with animal enzyme preparations have yielded negative results. 

EXPEKniEXTAL 

The tyrosinase of the common mushroom Psalliota campestris was used 
for most of the experiments, but similar results were also obtained with 
potato tyrosinase. The enzyme was used either as the crude water e.xtract 
of the mushrooms or partially purified according to the method of Ludwig 
and Nelson (3). Catechol, p-cresol, dihydroxyphenylalanine, tyramine, 
adrenalin, and tyrosine were used as substrates. The o.xidation was meas- 
ured in the "Warburg apparatus at 37°. 0.05 si phosphate buffer was used 
either at pH 6.7 or 7.8. Fig. 1 shows the effect of various concentrations 
of phenylthiocarbamide on the oxidation of equimolar concentrations of four 
compounds. In aU cases the inhi bition is complete at first and then sud- 
denly disappears, and the subsequent rate of oxidation of the substrate is 
the same as that of the control. The length of the period of complete in- 
hibition varies ivith the different substrates, and the more rapidly the 
compound is oxidized the shorter is the period of inhibition by a given 
concentration of phenylthiocarbamide. Thus catechol which is oxidized 
very rapidly is inhibited for about 25 minutes by 0.005 mg. of the drug, 
while tyramine, which under the same conditions is oxidized more slowly, 
is inhibited for more than 3 hours (see Fig. 1). This type of inhibition 
could be explained if the phenylthiocarbamide were destroyed by the 
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enzyme, or if the drug were displaced from the enzyme surface as the oxida- 
tion proceeds. However, shaking the phenylthiocarbamide with the 
purified enzyme for 4 hours before the addition of the substrates does not 
shorten the inhibition period, as would be expected if the drug were de- 
stroyed. To test the validity of the second hypothesis, an experiment was 
performed with p-cresol and is shown in Fig. 2. If the drug is added to the 
enzyme before the p-cresol, the usual inhibition of about 60 minutes is 
obtained. But if the p-cresol is added first and the oxidation is allowed to 
proceed for 5 minutes before the phenylthiocarbamide is added, very little, 
if any, inhibition occurs. If the oxidation is allowed to proceed to com- 
pletion and at that time more p-cresol and the drug are added, inhibition 



Fig. 1. The effect of various concentrations of plienylthiocarbamide on the oxi- 
dation of 1.0 mg. each of the indicated compounds. pH 6.7 and 37°. 


again occurs, but tor a shorter period. With the dihydroxy compounds, 
catechol, dihydroxy phenylalanine, and adrenalin, this effect can also be 
demonstrated. Evidently an intermediate product, and to a lesser extent 
the end-product, can displace the phen3dthiocarbamide from the enzyme 
surface. 

The length of the inliibition period varies with the concentration of the 
enzyme, the substrate, and the drug. The concentration of the enzyme 
used was standardized for comparative purposes so that an inhibition of 
GO ± 10 minutes was obtained in the presence of 1.0 mg. of p-cresol and 
3 X 10-‘ M phcnjdthiocarbamide. Tlie inhibition period with a given 
amount of phenylthiocarbamide is shorter as the concentration of the sub- 
strate is increased, indicating that the substrate or its end-product is com- 
peting uith the drug for the enzyme surface. This is shown in Fig. 3. 
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The effect of pH on the inliibition period is shown in Fig. 4. ]Most of the 
experiments were carried out at pH 6.7 to prevent the autoxidation of the 
dih 3 ’dro.\j’phenylalanine. The inhibition period for p-cresol and catechol 
is, however, longer at pH 7.8 but the rate of oxidation of these compounds 
is not appreciabh' affected bj' this change in hj'drogen ion concentration. 
Phenj'ltliiocarbamide has no effect on the auto.vidation of dih 3 'dro,\yphenj-l- 
alanine at pH 7.8 nor does it affect the oxidation of C 3 'sfeinc catah-zed b 3 ' 
inorganic copper ions. 




Fio. 2 Fig. 3 

Fig. 2. Curve A, the o.xidation of 1 .0 mg. of p-cresoI . Curve C, at the arrow more 
p-cresol (1.0 mg.) was added to the mixture. Cun’e B, the o.xidatiou of 1.0 mg. of 
p-cresol ; 0.01 mg. of phens-lthiocarbamide was added to the mixture 5 minutes after 
the p-cresol. Cur\-e D, at the arrow p-cresol (1.0 mg.) with O.Ol mg. of phenylthio- 
carbamide was added to the mixture. Curve E, 0.01 mg. of phenylthiocarbamide 
was added to the enzjTne before 1.0 mg. of p-cresol. pH 6.7 and 37°. 

Fig. 3. The effect of 0.01 mg. of phenylthiocarbamide on the oxidation of different 
concentrations of catechol and p-cresol. pH 6.7 and 37°. 

Keilin and Mann (4) state that sodium dieth 3 'ldithiocarbamate inhibits 
laccase, but thet^ give no details of the inhibition. Fig. 5 shows the effect 
of this compound on the oxidation of catechol. The t 3 -pe of inhibition is 
different from that of phen 3 'lthiocarbamide in that it increases with time. 
The lowest concentration of the dieth 3 ’-Idithiocarbamate to give a significant 
inhibition with the standard amount of enzxTne is consideiabl 3 ' greater than 
that of phen 3 ’lthiocarbamide. Moreover, the inhibition period nith the 
latter compound is shorter for catechol than for p-cresol, whereas the 
former is a more effective inhibitor of the oxidation of catechol. The 
inhibition with thiourea, however, resembles that with phen 3 'lthiocar- 
bamide but 10 to 20 times the concentration of thiourea are necessary to 
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obtain equivalent inhibitions. p-Aminobenzoic acid does not protect the 
enzyme against any of these compounds. Various urethanes even in large 
concentrations are wthout effect. 

In an attempt to explain the action of phenyl thiocarbamide in the rat, 
we investigated the effect of the drug on certain isolated enzyme systems. 



MINUTCS 

Fig. 4. The effect of the hydrogen ion concentration on the inhibition of the oxida- 
tion of 1.0 mg. of p-cresol by 0.01 mg. of phenylthiocarbamide. 37'. 



Fig. 5. A comparison of the effects of phenylthiocarbamide, thiourea, and sodium 
diethyidithiocarbamatc on the oxidation of 1,0 mg. each of p-cresol and catechol. 
pH G.7 and 37°. 

^ arious rat tissues were prepared as slices or broken cell suspensions, but it 
u as found that phenylthiocarbamide even in relatively large concentrations 
had no immediate effect on the oxTgen uptake of kch preparations, but 
caused a small depression after incubation with them for about 3 hours. 
The tissues used were liver, kidney, brain, and muscle. Investigation of 
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the effect of the drug on certain specific enzjines also j-ielded negative re- 
sults, even after prolonged incubation of the drug with the enzj-me. Thus 
the activatj' of the cjd;ochromc, succinic acid, choline, f-proline, cf-amino, 
amine, and sarcosine oxidases of liver and kidney was not affected b\- a 
concentration of 50 mg. per cent. The xanthine oxidase of liver wa<^ 
slightly inhibited but the oxidation of glucose, lactic acid, and pj-nude acid 
by brain was not. 

We observ'ed, however, that methemoglobin production, which occurs 
when broken cell suspensions of liver and kidney are shaken in air (5), is 
inhibited b 3 ' phenj’lthiocarbamide without affecting the oxj'gen uptake 
of these tissues. The methemoglobin production has been shown to be 
caused bj' H 2 O 2 formed when amines, d-amino acids, and purines are 

o.xidized (5). The inhibition of the xanthine o.xidase may thus partially 
account for the inhibition of methemoglobin production, but the possi- 
bility remains that methemoglobin is formed in part bj' a copper protein 
complex which ^lann and Keilin (6) have shown to be present in liver and 
which may be inhibited b}' the phcnjithiocarbamide. 

DISCUSSION 

Phenylthiocarbamide is a very effective inhibitor of tjTosinase, which 
is a copper protein enzjTne. It has, however, no effect on oxidations 
catalyzed by inorganic copper. Since, with the possible exception of the 
dopa oxidase of skin which has not been isolated, copper protein enzj-mes 
have not been shown to play anj' important part in catalj^zing oxidations 
in the mammalian body, the toxic effects of phenylthiocarbamide in the 
rat are not explained by its action on tjTosinase. 

If the dopa o.xidase of skin is a copper protein enzjme, it is possible to 
explain the graying of the hair on the basis of its inhibition bj’- phenjithio- 
carbamide. 


SUSIILAHY 

1. Phenylthiocarbamide is a veiy effective inhibitor of tyrosinase. 

2. The characteristics of the inhibition have been described. It differs 
from that produced by sodium diethyldithiocarbamate. 

3. The significance of this inhibition for the effects produced bj' phenj-l- 
thiocarbamide in the animal have been discussed. 
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THE SERUM ELECTROLYTES IN THE DOG BEFORE 
AND DURING ACUTE ALICALOSIS INDUCED 
BY SODIUM BICARBONATE 

By JOSEPH B. KIRSNER 

(From the Frank Billings Medical Clinic of the Department of Medicine of the 
University of Chicago, Chicago) 

(Receh-ed for publication, July 6, 1942) 

Although the ingestion of sodium bicarbonate has long been knotvn to 
produce alkalosis, apparentlj’ no detailed study of the electrolyte composi- 
tion of the blood serum during this disturbance has been recorded in the 
literature. The present investigation was undertaken to supply this in- 
formation. The studj’ is of particular interest in demonstrating the un- 
usuall}' severe chemical alterations of the acid-base balance which may be 
induced in the dog without necessarily resulting in death. 

Method of Study 

Alkalosis was produced in a 19 kUo dog by intravenous injection of varj'- 
ing quantities of sodium bicarbonate in distilled water at 7 daj' intenmls for 
a period of 5 weeks. In an additional experiment, a mixture of sodium 
chloride and sodium bicarbonate was administered to determine the effect 
of the added chloride on the degree of the alkalosis. Venous blood was 
withdrawn under oil from the jugular vein before each experiment and at 
intervals of 5 to 35 minutes after the injection of alkali (see Table I) and 
utilized for the following determinations: scrum carbon dio.xide, pH, and 
chloride (1), calcium (2), phosphorus (3), sodium (4), and total base (5). 
Measurements were made also of the cell volume and serum water (6). 
The carbon dioxide tension and the bicarbonate content of the blood were 
calculated from the CO 2 and pH values by means of the Henderson-Has- 
selbalch equation.' The concentration of electrolytes was calculated also 
as milliequivalents per kilo of serum water (osmolar concentration), but 
■since no significant additional information was obtained thereby, these 
data are omitted. 


Results 

Clinical manifestations during alkalosis consisted of restlessness, retch- 
ing, and rapid, shallow respirations. In addition, the dog during Experi- 
ment V became extremely weak and momentarily exhibited con\Tilsive 
movements. These sjTnptoms subsided rapidly, however, and the animal 

‘ pH = pK' -t- log IB.HCO,]/[H-HCO,]. 
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•SERUM ELECTROLYTES IN ALKALOSIS 
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appeared in good condition several hours after the discontinuation of alkali. 
The onset of clinical improvement coincided usually with the appearance of 
a marked diuresis. The pH of the urine at this time ranged from 7.6 to 
7.95. Tetanj' was not obsen'cd at an 3 ' time. 

The re.sults as shown in Table I indicate the unusual severity of the 
alkalosis induced in these experiments. The most striking changes in the 
electroljde structure consisted of a marked increase in total base, due ex- 
clusivelj' to the rise in sodium, and a similar elevation of the bicarbonate 
content of the blood. There was a slight decrease in the serum chloride 
and calcium and a more definite lowering of the serum phosphorus. These 
latter changes are probabty attributable to dilution of the blood caused both 
by the injection of fluid and bj- the hj'pertonicity of the sodium bicarbonate 
solution. The absence of tetanj' in this dog is probabty explained bj' the 
fact that the carbon dioxide tension of the blood was not diminished. 
Shock and Hastings (7) have demonstrated that tetanj' appears onlj' when 
the carbon dioxide tension of the blood falls below' the critical level of 20 
mm. of mercurj'. The re,sults of Experiment clearlj' .show' that added 
sodium chloride did not prevent or diminish the severity of the alkalosis in- 
duced bj' sodium bicarbonate. Indeed, the sodium and total base values 
were higher than those obtained with comparable amounts of alkali alone; 
this finding is, of course, to be e.xpected in ^iew of the increased total 
quantity of sodium ion injected. 


SUMIIABV 

A severe alkalosis can rcadilj' be induced in the dog bj’ the intravenous 
administration of sodium bicarbonate. The acid-base disturbance is 
characterized bj' a marked elevation of the sodium and total base and by a 
similar increase in the bicarbonate content of the blood. The serum chlor- 
ide, calcium, and phosphorus diminish slightlj', probablj' as a result of the 
accompanying hj'dremia. 
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ON THE LIBERATION OF FREE AIMINO NITROGEN FROM 
PROTEINS IN THE VAN SLYKE APPARATUS 

Bt fritz LIEBEN Aifp 'i'EN CHIN LOO 

(From the Department of Surgery, W'ashingion Unirexsity School of Medieine, 

St. Louis) 

(Received for publication, June 22, 1942) 

This paper reports an investigation of the continued action of nitrous 
acid on proteins in the Van Slyke apparatus in connection with a simple 
method for the estimation of 13'sme. 

Kossel (1) and Van Slj’ke (2) and their coworkers have shown that there 
is an intimate connection between free amino groups in intact proteins and 
their l}-sine content (3). Kossel and Gawrilow (1) as well as Felix (4) 
have emphasized that one cannot expect a direct proportionality between 
these two values for reasons which will be discussed below. Block and 
Bolling (5) suggest that after precipitation of the basic amino acids in a 
protein hj'drolj-sate nith phosphotungstic acid, and decomposition of the 
phosphotungstates, the free basic amino acids maj* be treated with NaNO; 
and acetic acid. Whereas the a-amino nitrogen is liberated quantitativelj- 
in 5 minutes, the e-amino N of Ij'sine requires 20 minutes. This difference 
in reaction time permits an estimation of Ij-sine. VTiile it is true that the 
a-amino N is liberated in such e.xperiments in 5 minutes, it is important to 
remember that the eamino N is also liberated to a large extent in the same 
time and that onlj' a small percentage, changing under different experi- 
mental conditions, is developed during the following 15 to 25 minutes. 
The most important factor here concerned is temperature, as was shown 
by Sure and Hart (6). We, too, observed that small changes in tempera- 
ture and other uncontrollable conditions gave rise to considerable variation 
in the quantity of «-amino N decomposed in the time interval from 0 to 5 
and from 5 to 30 minutes, re3pectivel3'. It was not possible to determine 
a constant factor correlating the amino N figures found after 5 and after 
30 minutes with the l3'-sine content. For these reasons we abandoned the 
use of h3’drol3’sates and turned to intact proteins. In this cormection we 
came to stud3’ the continued action of nitrite and glacial acetic acid on 
proteins. 

EXPERIMENTAr, 

With an intact protein, onl3’’ the e-amino group of 13'sine is thought to 
react in the Van Sl3’ke apparatus, and the reaction is generall3’ completed 
in 30 minutes, but there is also a liberation of other amino groups due to 
the action of the glacial acetic acid on the protein. The amino N decom- 
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AMINO NITROGEN OF PROTEINS 


posed in 30 minutes is, therefore, the sum of «-ainino N and of an unknown 
amount of other amino N. In a method designed to determine lysine a 
correction must be applied for the latter. 

In experiments mth casein (Hammarsten) extending over several hours 
udth readings eveiy 30 minutes, it was found that the liberation of amino N 
occurred at a diminishing rate (Table I). This indicates that more amino 
N is being liberated in the first than in the second half hour period. By 
plotting the difference in amino N between 30 and 60 minutes (0.24 rag.) 
and 60 and 90 minutes (0.15) and extrapolating to zero time, one finds a 
value of 0.33 mg. of N as the correction to be applied to the total amount 
of N evolved during the first 30 minutes; i.e., 0.89 — 0.33 = 0.56 mg. of 
6-amino N. The same result may be arrived at by use of the formula 
c — 3 (6 — a), where a, h, and c are, respectively, the amounts of amino N 


Tablu I 

Rate of Liberation of Nitrogen in Van Slyke Apparatus with 100 Mg. of Casein 


Time 

Nitrogen liberated 

Difference 

wm. 

1 mir. 

ms- 

30 

0.89 


60 

1.13 

0,24 

90 

1.28 

0.15 

120 1 

1.41 

0.13 

150 

1.52 1 

0.11 

180 

1.67 

0.05 

210 

1.63 

0.06 

240 

1.69 1 

1 

0.06 


found after 30, 60, and 90 minutes. This figure, multipled by 146/14, gives 
the amount of lysine in the sample. 

lYe used protein samples of 60 to 80 mg. wliich were stirred in a small 
beaker with a few drops of water and then dissolved as quickly as possible 
in glacial acetic acid. This solvent was preferred to dilute alkali because 
the latter is slow in dissolving the protein and causes liberation of a-araino 
groups before the sample can be transferred to the apparatus; moreover, it 
neutralizes part of the glacial acetic acid, thus slowing down the rate of 
reaction. 1 he solution is washed at once into the apparatus which alread}' 
contains glacial acetic acid, NaNOj, and capiylic alcohol. Readings are 
made after 30, 60, and 90 minutes. The obstruction of glass capillaries by 
protein particle.s may offer some technical difficulties. In order to be able 
to use a protein suspension, it is advisable to use an apparatus with wide 
capillaries. 

Table II shows the extent of agreement obtained in independent deter- 
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minations upon casein. For accurate results it is desirable to take the 
average of several sueh determinations. In Table III are shown the results 
obtained with some typical proteins. 


Table II 

Agreement of Independent Determinations on Casein 


Time 

Amino nitrogen llbented per 100 mg. casein 

A^-crage 

min. 

ni. 

»/. 

30 (a) 

0.92,0.91,0.86, 0.87, 0.94 

0.89 


1.09, 1.11, 1.16, 1.17 

1.13 

90 (e) 

1.03, 1.41, 1.18, 1.24 

1.28 


c — 3(6 — a) = 0.56 mg. of lysine = 5.8 per cent. 


Table III 

Results with Some Proteins 


Protein 

Average amino 
nitrogen per 100 mg. 

1 protein liberated 
after 

1 1 

c — 3 
(3-c) 

Lysine 

Data u literature 


30 

min. 

1 ^ 
min. 

90 

mm. 




Casein (Hammarsten, 
Merck) . . ... 

0.89 

1.13 

1.28 

mt. 

0 56 

j^er cent 

5.8 

6.13 (7) bovine, 5.46 (7) 

Gelatin (Pfanstiehl) . 

I 

0.95 

I 



human, 5.9 (5), 7.6 
(8), 6.3 (9), 6.25 (10) 

4 6 (5), 5.9 (8, 9), 5.3 (11) 

Pumpkin seed globulin* 







Glia^nf (Pfanstiehl) . . 



0.641 


1 25 

0.63 (8), 0.92 (9), 0.93 

Zein (Pfanstiehl) 





0 

(12) 


* Prepared by A. White, Yale University. 

t Gliadin dissolves in glacial acetic acid with great difEcuIty; a correction for the 
quantity not dissolved (about 4 per cent) introduces an uncertainty. Osborne et al. 
(12) assume 1.21 per cent (Van Slyke’s X distribution method) to be the maximum 
and 0.64 per cent (precipitation with picrate) the minimum value; the true value 
would then be 0.93 ± 0.28 per cent. 

When we added lysine to a zein sample, we could not recover more than 
about 90 per cent of the amino acid; the loss of about 10 per cent is con- 
nected with the slower reaction of lysine in the protein medium. Whereas 
lysine alone gives 100 per cent of its JC in 30 minutes, addition of soluble 
starch (101 mg.) to lysine hj'drochloride (lO.O mg.) reduces the jneld to 
96 per cent. 
























226 


AMINO NITROGEN OF PROTEINS 


The figures in Table I for 100 mg. of casein indicate that after 30 minutes 
(the time for complete evolution of the e-amino N of lysine) further nitro- 
gen is continuous!}" liberated, though at a diminishing rate. If we assume, 
by extrapolation, the total N evolution for 100 mg. of casein to be 1.75 mg. 
and subtract from this the figures in Table I (0.89, 1.13 mg., etc.) and fi- 
nally plot the differences on semilog paper, a straight line is obtained for the 
“extra amino N” evolved. By extrapolating to zero time we obtain for 
this e.xtra N an amount of 1.20 mg.; the difference (1.75 — 1.20 = 0.55 mg. 
of N) is the lysine N (see Table II). This finding seems to suggest a mono- 



I'Ki. 1. Liberation of amino nitrogen. Curve A, guanidine nitrate, 5.75 mg., 
^ in the guaiiidino group; Curve B, salminc, contain- 
K S 18 mg. of arginine; Curve C, arginine, 8.18 mg., containing 0.C6 mg. of amino 
in 'c Biianit ino group, Curve D, zein, 100 mg.; Curve E, casein (Hammarsten), 


olecular leaction vhich occurs in addition to the reaction with lysine 
duiing the treatment of the casein with nitrous acid. 

As the possible substrate of such a reaction, we examined the reaction of 
arginine in regard to its guanidino group. Comparing the curve for d- 
aiginine ( ree i.ise, Ifanstiehl; Curve C, Fig. 1) with the curve for an 
equivalent quantity of guanidine (guanidine nitrate, Pfanstiehl, Cmwe A), 
we sec that Cim-e C shows, apart from the liberation of the a-amino N 
during the^finst G minutes, a much steeper rise than Cun^e A. With 
arginine, n per cent of the free guanidino amino N is evolved during 4 
houi-s, while m the same time guanidine gives only 20 per cent. This sug- 
gests that the side chain in arginine has an effect on the rate of reaction of 
nitrous acid with the guanidino group. Very similar, but showing a still 
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steeper rise, is the curve for salmine (sahnine sulfate, Squibb; Curve B), 
a protamine which contains 87.4 per cent arginine but no lysine (13). 

The curve for zein (Curve D), which is free from l3’’sine and contains 
only 1.5 to 1.8 per cent arginine (8), is a fairlj' straight line up to 3 hours, 
with slight de^dations at 30 and 60 minutes (influence of arginine?). It 
is safe to assume that here the or-amino N formed bj' the slow action of the 
acid plaj’s the dominant rdle. 

The casein curve (Curve E), on the other hand, shows a veiy definite 
conve.xity toward the ordinate (after the lysine e-amino N has been liber- 
ated). The arginine content, according to Vickerj' and White (10), is 
3.85 per cent. It is evident that the curve for free arginine (Curve C) does 
not give anj' clue to the peculiar shape of the casein curv'e, particularly as 
it is highl}' probable that the liberated a-amino groups plaj' their part too. 
But the evddent influence of the side chain in arginine on the rate of reac- 
tion of the guanidino amino N, in contrast to the reaction of guanidine it- 
self, suggests that the group to which the guanidino radical is- attached 
would play a still greater part in the case of casein. Thus, the nitrogen, 
evolved after the complete liberation of the e-amino N of the Ij’shie, may 
be suspected to arise in part from the arginine of the protein, which thus 
confers upon the portion of the cur\’e representing the “extra amino N” the 
characteristics of a monomolecular reaction. 

SUMMAHY 

1. The continued action of nitrous acid on intact proteins in the volumet- 
ric Van Slyke apparatus has been studied and it is shown that, b3’’ calcula- 
tion from the quantities of nitrogen liberated after 30, 60, and 90 minutes 
respectively, an estimate of the quantit3' of 13'sme combined in the protein 
can be obtained. 

2. Comparison of the curve for the rate of hberation of nitrogen from 
casein with those obtained for zein, salmine, arginine, and guanidine sug- 
gests that the arginine present in the protein may, b3" means of partial 
decomposition of its guanidino group, make the reaction by w’hich extra 
amino nitrogen is evolved, after liberation of the e-amino nitrogen of 
lyrine, appear to be monomolecular. 
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A previous study of the fate of the bile acids in the animal body 
(1) showed that in the guinea pig cholic acid was converted rapidly to a 
derivative or derivatives which gave a negative Gregory-Pascoe reaction. 
This conversion took place principally in the cecum and was brought about 
by a microorganism identified as Alcaligenes faecalis. 

The present study was concerned first with some of the factors which 
regulate the action of Alcaligenes on cholic acid. This investigation has 
shown that the air or oxj’gen supply of the culture mediiun, the concentra- 
tion of cholic acid in the medium, and the number of organisms in the 
inoculum are important factors in determining the rate of conversion of 
cholic acid. 

This study has also dealt with the reaction products formed by the action 
of Alcaligenes on cholic acid. This investigation has indicated that 
Alcaligenes converts this acid to monoketo-, diketo-, and tiiketocholanic 
acids. The end-product of this reaction, 3,7,12-triketocholanic acid, has 
been isolated from digests in pure form and high jneld. 

Faclors Influencing Conversion of Cholic Acid by Alcaligenes faecalis 

Air or Oxygen Supply of Culture Medium — That the conversion of cholic 
acid by Alcaligenes depends upon aeration of the medium is shown by the 
following experiment. 50 cc. quantities of sjmthetic medium (2) contain- 
ing approximately 200 mg. per cent of sodium cholate’ were placed in each 
of two 1 liter Erlenmeyer flasks and two 25 X 200 mm. test-tubes. One 
flask and one tube were inoculated with 1 cc. of an 18 hour infusion broth 
culture of Alcaligenes? Tlie remaining flask and tube serv'ed as controls 
and were not inoculated. The four vessels were incubated at 37.5° for 
96 hours, the flasks being shaken vigorously at 8 hour inten'als, whereas the 

‘ Sodium cholate used in this and subsequent experiments was prepared from cholic 
acid (m.p. 197°) supplied for this work through the courtesy of George A. Breon and 
Company, Kansas City, ACssouri. 

* The strain of Alcaligenes faecalis used throughout this studi' was isolated from 
the cecum of a normal guinea pig in November, 1940. Since that time the organism 
has been transferred daily in beef infusion broth. 
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tubes were not disturbed. Samples of eacli reaction mixture obtained 
prior to incubation and after 24, 48, 72, and 96 hours incubation were 
analyzed for cholic acid according to the method described previously (1). 

The re.sult.s of this experiment (Table I) show that conversion of cholic 
acid was considerably more rapid in the well aerated medium in the flask 
than in the poorly aerated medium in the test-tube. Thus after 48 hours 
incubation, the medium in the flask contained only 24 mg. per cent of cholic 
acid, whereas that in the tube contained J45 mg. per cent. It should be 
mentioned that, during the first 12 hours incubation, the organisms in the 
test-tube grew less rapidlj’^ than those in the flask (the growth was measured 
turbidimetncally). This, however, did not explain the difference in rate 
of conversion noted above, for at 24 hours and later incubation periods, the 
numbers of Alcaligencs in the flask and tube were essentially identical. 

Additional experiments have shown that oxygen is absolutely essential 
for the action of Alcaligencs on cholic acid. When flasks of medium identi- 


Table I 

Influence of Air Supply on Conversion of Cholic Acid by Alcaligencs 
The cholic acid values are given in mg. per cent. 



ChoJic Acfd ifi medium 


Ttior to 

1 Incubation 


incubation { 

24 brs. 

1 4S hrs. 

t 72 hrs. ] 

96 hrs. 

1 liter flask, inoculated 

169 

83 

1 24 

1 19 

15 

1 “ " control 

167 

169 

170 

171 

170 

25 X 200 mm. test-tube, inoculated 

169 

160 

i 145 

132 

110 

25 X 200 “ “ control 

171 

171 

1 170 

170 

170 


cal with those used in the previous experiment were inoculated 'vnlh. Alcalig- 
encs and incubated under anaerobic conditions for as long as 14 days, no 
conversion of cholic acid occurred. 

Conccnlration of Cholic Acid in Mediu7n — That the concentration of 
cholic acid in the medium is a limiting factor in the rate of conversion of 
tiiis acid is shown in the following experiment. 60 cc. quantities of medium 
containing approximately 50, 100, 200, 400, 800, 1200, 2000, and 4000 mg. 
per cent of sodium cholate were placed in 500 cc. Erlenmeyer flasks and 
inoculated with 2 cc. of an 18 hour broth culture of Alcaligencs. Another 
50 cc. portion of medium containing 200 mg. per cent of sodium cholate 
was not inoculated and sensed ns a control. All nine flasks were incubated 
at 37.5° for IGS hours, and were shaken at 8 hour intervals. Samples ob- 
tained from each flask prior to incubation and after 24, 48, 96, and 168 
houi-s incubation were analyzed for cholic acid. 

The results of this e.xpcrinicnt (Table II) show that there was prompt and 
rapid conversion when the concentration of cholic acid in the medium was 
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367 mg. per cent or less, and no conversion at all when the concentration 
was 1865 mg. per cent or more. UTien the medium contained 714 mg. per 
cent, the reaction lagged during the first 24 hours incubation, but after 
that proceeded at least as rapidly as in the lower concentrations. A similar 
lag u-as noted when the medium contained 1 136 mg. per cent of cholic acid, 
but in this case the reaction was somewhat slower throughout the entire 
incubation period than that in lower concentrations. 

It is noteworthy that these rates of conversion roughlj* paralleled the 
gronih of Alcaligcncs. Thus, in media containing 714 and 1136 mg. per 
cent of cholic acid, growth was le.ss rapid during the first 24 hours than 
in media containing lower concentrations. WTien the medium contained 
1865 mg. per cent of cholic acid or more, Alcaligcncs failed to grow. 


Table II 

Action of Alcaligcncs on Various Concentrations of Cholic Acid 


The cholic acid values are given in mg. per cent. 


Fksk No. 

ChoHc acid in csediom 

Prior to | 

incubation I 


Incubation 


24 brs. 

4S hrs 1 

Si5 hr?. 

I6S hrs. 

1 

44 

i 1 

. 0 1 

i 0 i 

1 

0 

0 

2 

S9 


0 

0 

0 

3 

178 

0 ' 

0 

0 

0 

4 

367 ' 

120 ] 

i ” ' 

0 

0 

5 

714 

1 

328 

8 

0 

6 

1136 

1066 

809 1 

400 

60 

7 

1865 

i 1857 1 

[ 1865 1 

1857 

1872 

s 

3705 

1 3715 

3710 

3690 

3730 

Control (not 

179 

i 179 

, 1'9 1 

179 

179 

inoculated) 

1 

1 

1 




Number of Organisms in Inoculum — ^The results of the preceding experi- 
ment .suggested that the number of organisms present in the dige.st had a 
marked effect on the rate of cholic acid conversion. This relation ^ra.s 
shown more clearly in the following experiment. 100 cc. quantities of 
sjuthetic medium containing 300 mg. per cent of sodium cholate were dis- 
pensed into each of four 1 liter Erlenmeyer flasks. Flask 1 was inoculated 
with 20 cc. of a heavy suspension’ of Alcaligenes, Flask 2 with 2 cc., and 
Flask 3 with 0.2 cc. Flask 4 served as a control. The cholic acid con- 

’The organism suspension was obtained as follows: Infusion agar slants were 
inoculated with Alcaligcncs and incubated for 18 hours. The resulting growth was 
washed from each slant with 2 cc. of synthetic medium, and washings from many 
slants were pooled. The numbers of organisms in the various inocula were deter- 
mined by pour plates of suitable dilutions of the organism suspension. 
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centrations in the various flasks were kept constant by addition of 18 cc. of 
medium to Flask 2, 19.8 cc. to Flask 3, and 20 cc. to Flask 4. The flasks 
were incubated at 37.5° for 48 hours and were shaken at 8 hour intervals. 
Samples obtained from each flask prior to incubation and after 12, 18, 24, 
and 48 hours incubation were analyzed for cholic acid. 

The results obtained after 12 and 18 hours incubation (Table III) show 
clearly that the larger the inoculum the more rapid the conversion of cholic 
acid. This relation was particularly evident at 12 hours, when the cholic 
acid concentrations were 65 mg. per cent in the flask with the large.st 
inoculum, 114 mg. per cent in the flask wdth the intermediate inoculum, and 
IG4 mg. per cent in the flask with the smallest inoculum. 


Table 111 

Influence of Size of Inoculum on Rate of Conversion of Cholic Acid 
The cholic acid values arc given in mg. per cent. 




Cholic acid in medium 

No. 

No. of organisms in 
inoculum 

Prior to 

Incubation 



incubation 

12 hrs. j 

18 hrs. 

24 hrs. 

48 hrs. 

1 

2 X 10" 

219 


27 

12 

0 

2 

2 X 10’ 

218 


45 

16 

0 

3 

2 X 10’ 

216 

164 1 

74 j 

31 

0 

4 

None (control) 

216 

220 

222 

224 

224 


Cholic Acid Derivatives Formed by Action of Alcaligenes 

The observation that oxygen was necessary for the action of Alcaligenes 
on cholic acid offered a useful clue to the nature of the reaction. In accord 
with the theorj’’ that cholic acid underwent oxidation, attempts were made 
to detect oxidation products of this acid in the reaction mixtures. Since 
mild oxidation of cholic acid by such chemical agents as chromic acid 
usually results in formation of ketocholanic acids, our first experiments were 
directed toward detection of these keto derivatives in cholic acid digests. 

Preliminary Qualitative Experiments — A 500 cc. quantity of synthetic 
medium containing 300 mg. per cent of sodium cholate was placed in a 
I'ernbach culture flask, inoculated with 25 cc. of a broth culture of Alcali- 
genes, and incubated at 37.5°. Prior to incubation and at 24 hour intervals 
thereafter, 50 cc. samples of digest wei-e removed from the flask and freed of 
bacteria by filtration. The filtrates were acidified to Congo red with dilute 
hydrochloi'ic acid, and the resulting i)veci])itat(>s were filtered off, washed 
free of mineral acid, and dried at 110°. The cholic acid contents of the 
dried materials were determined, and in addition tests for keto derivative.s 
were carried out, with the Girard (3) and Zimmermann (4) qualitative 
reactions. 
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The precipitate obtained from the digest prior to incubation gave nega- 
tive Girard and Zimmcrmann reactions. Precipitates obtained after 24 
and 48 hours incubation .still contained detectable amounts of cholic acid. 
These precipitates gave a positive Girard and a negative Zimmcrmann re- 
action, indicating that a keto derivative, or derivativ-es, had been formed 
and showing that the oxidation had not involved the hj'droxjd group at 
Cj. Precipitates obtained from digests incubated 72, 96, and 144 hours 
contained no eholic acid, gave positive Zimmermann reactions (increasing 
in intensity mth the time of incubation), and gave stronger Girard reactions 
than were obtained from 24 and 48 hour digests. These findings showed 
that the hydro.xj-1 group at Cj had undergone oxidation and suggested that 
multiple carbonj’l groups had been formed. 

Quanlitalive Study of Formation of Keto Derivatives — Seven 100 cc. quanti- 
ties of ^Tithetic medium containing 200 mg. per cent of sodium cholate 
were placed in 1 liter Erlenmej’-er flasks, inoculated with 5 cc. of an 18 hour 
infusion broth culture of Alcaligenes, and incubated at 37.5° for various 
periods up to 15 days. Two control flasks were also incubated for 15 
days; one of these contained 100 cc. of the sodium cholate medium, but no 
organisms; the second contained 100 cc. of plain medium (no sodium 
cholate) inoculated with Alcaligenes as described above. 

At the end of the desired period of incubation, 50 cc. of 95 per cent alcohol 
were added to the contents of a flask; the mixture was heated to boiling, 
cooled, diluted to 200 cc. with alcohol, and filtered. One aliquot of the 
filtrate was analyzed for cholic acid. A second aliquot was anal 3 'zed for 
ketocholanic acids according to the Hughes procedure (5). Bj' this method 
ketosteroids are determined gra\'imetricallj' as mercuric iodide hj'drazones. 
The weights of the hj'drazones obtained from monoketo-, diketo-, and tri- 
ketocholanic acids are theoretically 2,486, 3.987, and 5.503 times the 
weight of the respective keto acids. The equation from which these factors 
were calculated has been described elsewhere (5). The calculated factors 
for diketo- and trike’tocholanic acids have been verified bj’ actual de- 
terminations (6). 

The results of this experiment have been summarized in Table IV. As 
.shown in Column 6 of Table IV, the weights of mercuric iodide hj'drazones 
obtained from the digests increased with the time of incubation. Thus 
only 33.3 mg. of hydrazone were obtained from a 24 hour digest, whereas 
575 and 910 mg. were obtained from 72 hour and 15 daj' digests, respec- 
tively. This finding is additional proof of the progressive production of 
carbonyl groups dming incubation. 

Comparison of the weights of mercuric iodide hj'drazones isolated (Col- 
unin 6) with those that should have been obtained if the cholic acid that 
disappeared had been converted to monoketo- diketo-, or triketoeholanic 
acids (Columns 7 to 9) indicated the stepwise conversion of cholic acid to 
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these keto acids. Thus the amount of hydrazonc isolated from the 48 hour 
digest compared favorably Avith that required theoretically for convei-sion of 
the cholic acid to a monoketocholanic acid, whereas the weight of hydrazone 
obtained from the 96 hour digest was similar to that required for conversion 
to a diketo acid. It is especially noteworthy that the weight of hydrazonc 
obtained from the 15 darj digest was almost identical with that required for con- 
version of all the cholic acid in the medium to triketocholanic acid. 

Attention should be called to another interesting point in Table IV. 
The mercuric iodide hydrazone obtained from the 24 hour digest was only a 
fraction of that which should have been found if the cholic acid had been 

Table IV 


Conversion of Cholic Acid lo Keto Derivatives by Alealiyenes 


rinsk No. 

U) 

Time of 
incubation 

(2) 

Cholic acid content 
of rnedium 

Cholic 

acid 

converted 

(5) 

Mercuric 

iodide 

hydrazone 

formed 

(6) 

Theoretical amount of mercuric 
iodide hydrazonc formed if 
cholic acid had been converted to 

Prior to 
incubation 

(3) 

At end of 
incubation 

<•*) 

Monoketo- 

cholanic 

acid 

(7) 

Diketo- 

cholanic 

acid 

(8) 

Triketo- 

cholanic 

acid 

(9) 


days 

ms.. 

mg. 

ms. 

ms. 

f»S‘ 


mg. 

1 

1 

164 

125 

39 

33.3 

97 

155 

215 

2 

2 

164 

9 

155 

338 

385 

618 

853 

3 

3 

164 

0 

164 

575 

408 

674 

902 

4 

4 

164 

0 

164 

642 

408 

674 

902 

5 

5 

164 

0 

164 

7GS 

408 

674 

902 

G 

7 

164 

• 0 

164 

823 

408 

674 

902 

7 

15 

164 

0 

164 

910 

408 

674 

902 

Control A* 

15 

164 

164 

0 

0 




“ Bt 

15 

0 

0 

0 

0 





Containing medium with sodium cholate but not inoculated, 
t Containing plain medium inoculated with Alcaliyenes. 


converted to a monoketocholanic acid, 33.3 mg. as compared with 97 mg. 
An c.xplanation for this finding is not yet at^ailable-, but it may be either that 
the monoketocholanic acid doe.s not react quantitatively according to the 
Hughcs-Giraid procedure, or that cholic acid is converted to an inter- 
mcdiaiy substance befon' being converted to the monoketo acid. 

Isolation and Identification of Triketocholanic Acid-Twelve 500 cc. 
quantities of synthetic medium containing 200 mg. per cent of cholic acid 
ucre placed in^Fcrnbach culture flasks, inoculated with Alcaligenes, and 
incubated at 37.5 for 15 days, the flasks being shaken vigorously everj' 
S hours. At the end of incubation, the digests were pooled and filtered 
through a Bcrkefeld candle, yielding 5900 cc. of filtrate. This was con- 
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centrated under reduced pressure to 1 liter volume, made alkaline to phenol- 
phthalein with dilute ammonium hydroxide, poured on ice, and acidified 
■nith dilute hj'droehloric acid. The resulting acid precipitate was redis- 
Eolved in dilute ammonium hydroxide, diluted to 1 liter with iced water, and 
reprecipitated with dilute hj-drochloric acid. Upon standing, this pre- 
cipitate became crj-stalline; the crj-stals were filtered off, washed free of 
mineral acid, and dried at 110°; j'ield 10.0 gm. Concentration of the 
mother liquor jdelded an additional 1.2 gm. of amorphous acid, which was 
not purified further. 

The ciystalline acid melted at 210-218°, and gave a strongly positive 
Zimmermaim reaction and negative Gregorj'-Pascoe and Pettenkofer reac- 
tions. According to the Hughes procedure, three carbonj-l groups were 
present. The neutralization equivalent showed that the acid had one 
carboxj'l group. Two reciystallizations of the acid from absolute ethj-I al- 
cohol gave 7.8 gm. of crj'stalline acid (m.p. 236-237°) ; this melting point 
was not changed b 3 ' two additional reciysfalhzations. Comparison of this 
recrystallized acid with a higlilj' purified sample of 3,7,12-triketocholanic 
acid indicated that the two compounds were identical. The melting points 
were the same (236-237°) and there was no depression of the melting point 
when these acids were mixed. Both compounds formed methj’l esters 
melting at 239-241°; the mixed melting points of these esters showed no 
depression. 


Comment 

The data above have shoMU that cholic acid is oxidized bj' Alcdligenes 
faecalis to 3,7,12-triketocholanic acid. When the factors that limit the 
actmty of the organism are adequately controlled, this reaction is high!}’ 
efficient, giving at least an 83 per cent jdeld of relativelj- pure triketo- 
cholanic acid. The purit 3 ’ of this product and the ease with which it can be 
obtained ma 3 '^ make oxidation of cholic acid b 3 ' Alcaligenes preferable to 
oxidation with chromic acid. 

Although at present onl 3 ' 3 ,7, 12-triketocholanic acid, the end-product of 
the reaction, has been isolated from digests of cholic acid, quantitative 
studies have indicated that at least two other oxidation products are 
formed as intermediaries; these are probabl 3 ’ monoketo- and diketocholanic 
acids. Theoreticall 3 ’’ one could obtain three monoketo- and three diketo- 
cholanic acids; namel 3 ', 3-keto-7,12-dih3’^drox3"cholanic, 7-keto-3 , 12-di- 
h3’drox3’cholanic, 12-keto-3 ,7-dih3’drox3’cholanic, 3 ,7-diketo-12-h3’drox3’- 
cholamc, 3 , 12-diketo-7-h3’drox3’cholanic, and 7,12-diketo-3-h3'drox3'cho- 
lanic acids. The compounds having a carbon 3 'l group at Cj ma 3 ' be 
tentativeh' eliminated from consideration, since crude acids obtained from 
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digests mcubated for short periods gave negative Zimmermann reactions. 
It seems likely therefore that the monoketo acid formed in the oxidation by 
Alcaligenes is either 7-keto-3,l 2-dihydroxy cholanic or 12-keto-3,7-dihy- 
droxj'^cholanic acid, whereas the diketo acid is probably 7 , 12-diketo-3-hy- 
dro.xycholanic acid. Experiments on the isolation and identification of 
these compounds are now in progress. 

SUMMARY 

Study of the action of Alcaligenes faecalis on cholic acid has shown the 
following. 

1 . The action of Alcaligenes on cholic acid is considerably more rapid in a 
well aerated medium than in a poorly aerated medium. Oxygen is es- 
sential for the reaction. 

2. High concentrations of cholic acid in the culture medium inhibit the 
growth of Alcaligenes. Consequently, the rate at which this organism at- 
tacks cholic acid varies inversely with the concentration of the acid in the 
medium; the reaction is relatively rapid when the cholic acid concentration 
is 1136 mg. per cent or less, and is blocked completely when the concen- 
tration is 1865 mg. per cent or more. 

3. The larger the number of Alcaligenes in the inoculum, the more rapid 
the disappearance of cholic acid from the medium. 

Study of the nature of the reaction has shown that Alcaligenes oxidizes 
the hydroxyl groups of cholic acid to carbon}^ groups. Both qualitative 
and quantitative experiments have indicated that the three hydroxyls of 
cholic acid are attacked in a stepwise manner; qualitative experiments have 
shown that the hydroxyl located at C 3 is the last to undergo oxidation. 

The end-product of the action of Alcaligenes on cholic acid has been 
identihed as 3,7,12-triketocholanic acid. This compound has been iso- 
lated from suitable digests in pure form and in 83 per cent of the theoretical 
yield. 
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The close relationship of several vitamins of the B complex to respira- 
tory enzj-mes (1) suggests the possibility that other vitamins of this group 
may function in a similar maimer. There is evidence that pantothenic 
acid and biotin affect the respiration of unicellular organisms and plant 
tissue. Pratt and 'Williams (2) have reported that pantothenic acid stimu- 
lated the respiration of yeast and of apple and potato tissue as well as the 
fermentation of yeast maceration juice. Dorfman e/ al. (3) foimd that 
pantothenic acid increased the oxidation of pvTuvate by the organism 
Proteus morganii grown on a pantothenic acid-deficient medium. Simi- 
larly, Burk el al. (4) observ'ed that biotin stimulated the fermentation and 
respiration of yeast grown on a biotin-low medium. 

This report is concerned with similar studies on animal tissues; namely, 
the ability of liver tissue from pantothenic acid- and biotin-deficient rats 
to oxidize various substrates, particularly pj-ruvate. 

EXPERrSIENT.VL 

Care of Animals — 21 day-old, male, albino rats were given purified ra- 
tions designed to produce pantothenic acid and biotin deficiencies, respec- 
tively. The rations and the vitamin supplements used are giv'en in Table 
I. The deficient groups were fed ad libitum. The food consumptions for 
the two control groups were restricted to amounts which limited then- 
growth rates to those of the respective deficient groups. The minimum 
was 3 gm. of ration per dav-. All rats were maintained on these rations for 
8 to 12 weeks. At this time the deficient animals exhibited the tv-pical 
pantothenic acid and the biotin deficiency sv-ndromes respectiv-elv-. Xo 
pathological manifestations were observed in the control rats. 

Respiration Studies — ^The animals were fasted for 24 hours, decapitated, 
and the liv-ers remov^ed and blotted between moistened filter paper. A 10 
per cent liv-er homogenate (6) was prepared in the ice-cold buffer solution. 
1 ml. of this suspension, containing 100 mg. of wet weight of tissue, was 
placed in each flask. 

’Published with the approval of the Director of the Wisconsin Agricultural Ex- 
periment Station. This work was supported in part by grants from the Rockefeller 
Foundation and the Wisconsin Alumni Research Foundation. 
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The Ringer-phosphate buffer solution, pH 7.4, (no calcium), desciibed 
by Feinstein and Stare as Medium 3 (7) was used in a final phosphate con- 
centration of m/60. The substrates were the sodium salts of pyruvic 
(Eastman), fumaric (Kahlbaum), and l('l-)-lactic» acids. Aqueous solu- 
tions of the fumaric and lactic acids were neutralized to pH 7.2 with dilute 
sodium hydroxide solution. The pyruvic acid was distilled at 2 to 4 mm. 
of Hg, dissolved in water, and carefully neutralized to pH 6.8. These 
substrates were added to the flasks to give a final concentration of 0.03 m. 

Tabi-e I 


Purified Rations Employed 



Pnntothcnic 

acid'defiaeDt 

Biotlo*dcficient 

Controls 

Constituents 


^er cent 

per uni 

per cent 

Sucrose . .| 

73 

1 73 

73 

Casein (Labco) . 

18 

8 

18 

Dried egg albumin 


10 


Salts 4 (5) 

4 

4 

4 

Corn oil . 

5 

5 

S 


Daily supplements* 



ms. 


ms. 

Thiamine hydrochloride 

0.020 

0.020 


Pyridoxine hydrochloride 


0.025 


Nicotinic acid 


0.025 


Riboflavin 

0 040 

0.040 

BBS 

Calcium pantothenate 


0.100 


Choline hydrochloride 

10.0 

10 0 

10.0 


We are indebted to Merck and Company, Inc., Rahway, New Jersey, for generous 
supplies of thiamine, pyridoxme, nicotinic acid, riboflavin, pantothenic acid, and 
choline, and to the Abbott Laboratories, North Chicago, Illinois, for the haliver oil 
used in this study. 

* Fed in a supplement dish in 1 ml, of 10 per cent alcohol solution. Each rat was 
also given 2 drops of haliver oil per week. 

All experiments were conducted in the Barcroft differential respirometer 
at 37° in a total volume of 3 ml. The center well contained 0.3 ml. of a 
10 per cent potassium hydroxide solution and a strip of filter paper. The 
gaseous phase was air. After a 10 minute equilibration period, readings 
were taken every 10 minutes for 1 hour. 

The effects of various possible intermediary catalysts and of several 

' Wc wish to express our thanks to Mr. H. J. Koepsell for supplies of pure l(+)- 
Iflctic acid, prepared by fermenting glucose with Lactobacillus casei. 
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levels of tissue were tested in an effort to increase the respiration due to the 
indi\ddual substrates. Coenzyme I, cocarbo.vjdase, and muscle adenylic 
acid, each at a level of 20 7 per flask, and cytochrome c at 2 X 10 ~* mole 
per flask were tried. Xone of these had anj- appreciable effect on the 
respiration in the presence of pyruvate. 000023^10 I raised the Qo, due 
to lactate and fumarate and was, therefore, alwaj’s used with these two 
substrates and their blanks. 


Results 

The results of the respiration in the presence of P3'ruvate are sum- 
marized in Table II. Because the values for each series of controls fell 
vithin the same range, the3' are included under one heading in Table II. 
The Qo’ (P3'ruvate) is considerabb' lower in each series of deficient rats 
than in the controls during the first 20 minutes. However, because the 
endogenous uptake.Avas often high during this interval, it is felt that the 


Table II 

Pyrutale Oxidation by Liver Homogenates from Pantothenic Acid- and 
Biotin-Deficient Rats 


Group (12 rats is och) 

QOi (p>'ruvate),* 0-20 min. 

j QOj {pyni\ate), 20-40 min. 

Pantothenic acld^deficient 

1 2.20 (-0 2- 4.6) ' 

0.9S (-0.3- 1.6) 

Biotin-deficient 

2.23 (0.4- 3.9) 

1 40 (0.3- 3.1) 

Controls 

' 6 48 (2.8-10 4) 

8 50 (4.9-13.1) 


* QOi (pyruvate) is the c.mm. of O- consumed per mg. of dry weight of tissue per 
hour in the presence of p3'ruvate minus the endogenous Qo-.- Average Qo, values 
are given, Bath the range of values in parentheses. 


values during the second 20 minute period more nearly* give an indication 
of the true enzymatic activity under the conditions of the e.xperiment. 
Results based on these values make it even more evident that tissues from 
both deficient groups are low in some components of the enzymatic systems 
concerned in the utilization of pyruvate. Preliminary* evidence indicates 
that pyruvate removal by* liver tissue is also diminished in these deficiencies. 

The rate of respiration in the pre.sence of fumarate was comparable in the 
three series during both the first and second 20 minute periods. 0.\*3*gen 
uptake in the presence of lactate for each deficient group fell within the 
normal range for the first 20 minutes. A lowered Qq. (lactate) for the 
second 20 minute inten*al, noted with some deficient animals, may* be 
attributed to the decreased oxidation of the py*ruvate formed. 

The presence of certain 4-carbon dicarboxy*hc acids is known to be 
necessary* for the oxidation of pyruvate by* di3ly*zed brain tissue (8). 
Under our experimental conditions, the addition of fumaric and malic 
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acids in a concentration of 0.0003 m did not increase pyruvate oxidation, 
indicating that, if they are necessarj'-, they are already present in sufficient 
quantities. 12 7 of sodium pantothenate* added to flasks containing tissue 
from pantothenic acid-deficient rats did not alter the oxygen uptake in the 
presence of pyruvate during a period of 1 hour. 

DISCUSSION 

Many pathways for the removal of pyruvate are known (9). Our re- 
sults clearly indicate that one or more of these systems involved in the 
metabolism of pyruvate are affected b}’’ both pantothenic acid and biotin 
deficiencies in rats. These results may be taken as indirect evidence that 
these two vitamins either are components of these systems or are closely 
connected with their formation. Work is now in progress to define the 
speeific systems whieh are deranged in the vitamin deficiencies. 

Other investigations have shown* that the evaluation of enzymatic 
measurements eondueted on liver from animals maintained on a controlled 
feeding experiment is complicated by the factor of partial starvation. 
However, the changes in rate of pyruvate o-xidation observed in our experi- 
ments are entirel}’’ too large for their signifieance to be invalidated by the 
partial starvation of the controls. 

SUMMARY' 

1. A decreased rate of pyruvate oxidation Avas observed in liver from 
pantothenic acid- and biotin-deficient rats. 

2. These results indicate, indirectly, that these vitamins may be com- 
ponents of the enzyme systems concerned Avith the metabolism of py- 
ruvate. 
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AVAILABILITY OF FORMYLGLYCINE, ACETYLGLYCINE, AND 
PROPIONYLGLYCINE FOR THE SYNTHESIS OF 
HIPPURIC ACID BY THE RABBIT* 

Bt DeFORREST ABBOTT. Je. 

(From the Departmenl of Biochcmitlry, Medical College of Virginia, Richmond) 
(Received for publication, July 14, 1942) 

Observation of the effect on the rate of excretion of hippuric acid formed 
vrhen glj'cine or a glj-cine derivative is administered simultaneouslj' -with 
benzoic acid to rabbits has been used in the study of possible conversion of 
certain N-alkylglycine derivatives to glycine in the rabbit (1, 2). The 
results of similar experiments with certain N-acyl derivatives of glycine 
are presented here. 

Interest in N-acylamino acids has been centered around the acetyl de- 
rivative and has been stimulated recentl 5 ' bj- the work of du Vigneaud and 
coworkers (3, 4), who a few years ago reestablished on firmer groimd 
Knoop’s acetyl theory- of amino acid sj-nthesis. According to this hj-poth- 
esis, the acetylamino acid may be an important intermediate in the in 
vivo reactions of amino acids. Acetjdglycme might thus be an intermediate 
in the in vivo sj-nthesLs of glycine. Also, in the case of glj'cine, the formyl 
and acetyl derivatives are of interest in the light of e\’idence obtained in 
several laboratories indicating that, while acetj'l and formyl derivatives of 
certain Z-amino acids were utilized by an animal, the derivatives of the 
corresponding d isomer were not utilized, even though the d-amino acid 
itself might be converted to the I form in the body (5). It is thus of in- 
terest to know whether the formyl and acetyl derivatives of glycine, an 
amino acid which does not exist in stcreoisomeric forms, will be utilized bj' 
the organism as are the acetyl and formyl derivatives of certain Z-amino 
acids, or whether they will be non-utdizable as are corresponding deriva- 
tives of d-aminO acids. In regai-d to other amino acids, it has been found 
that the form 3 'l derivatives of Z-methionine and Z-ej'stine and the acetjd 
derivatives of Z-homocj’stine, dZ-phenj'lalanine, Z-tiyptophane, and Z-cystine 
could replace the corresponding umsubstituted amino acid for purposes of 
growth in the diet of the j-oung white rat (5). Apparentlj' the only 
propionyl derivative studied heretofore is propionyltrj-ptophane (6). It 
likewise could replace the unsubstituted amino acid for rat growth. 

EXPERIMEXTAl, 

Formjiglj-cine was prepared from glycine bj’ formjiation with the mixed 
anhydride of formic and acetic acids (7). Acetjiglj'cine was prepared as 

* Presented at the Thirty-sixth annual meeting of the -American Society of Bio- 
logical Chemists at Boston, April, 1942 {Federation Proc., 1, pt. 2, 97 (1942)). 
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described by Herbst and Sliemin (8). Purity of these compounds was 
established by melting point, nitrogen analysis, and neutral equivalent 
titration. Propionylglycine, which has not been described previously, was 
prepared in the following manner. To 20 gm. of diy, powdered glycine in 
a 125 cc., glass-stoppered Erlenmeyer flask 40 cc. of propionic anhydride 
were added. The mixture was warmed in a water bath at about 95° with 
occasional shaking for about 5 minutes or until the reaction began. At 
this point the glycine dissolved and the solution began to turn yellow. The 
flask was immediately cooled under running water. The resulting orange 
solution began to crystallize on cooling and was put in the refrigerator 
overnight. The solid mass obtained was transferred to a Buclmer funnel 
and dried by suction. The yellow crystalline material was washed mth 
ice-cold water and recrystallized from water until colorless and free from 
the odor of propionic acid. Wliite, odorless crystals melting at 126-127 
(corrected) were obtained . Nitrogen found, 10.73, 10.77 per cent; theoreti- 
cal, 10.68 per cent. Titration \vith 0.1 n sodium hydroxide with the use of 
phenolphthalein as an indicator gave neutral equivalents, 129.0, 129.3; 
theoretical, 131.1. 

The experimental procedure and methods of analysis have been described 
in detail in a previous study (1). Male .rabbits weighing from 2 to 3 kilos 
were used. Benzoic acid was given at a constant level, 0.66 gm. per kilo 
of body weight, and the glycine or derivatives at a level of 3 molecular 
equivalents of the amount of benzoate fed. The sodium benzoate, alone, 
with glycine, or wdth one of the derivatives under investigation, was given 
in solution by stomach tube. The N-acylamino acid in solution was made 
neutral to litmus before addition of sodium benzoate, and both compounds, 
in solution, were thus administered simultaneously. 6 and 18 hour urine 
specimens were collected, the bladder being emptied completely by gentle 
pressure on the abdominal wall. 

The rate of excretion is shown by the percentage of administered benzoic 
acid which is excreted in the first 6 hours. Values for the succeeding 18 
hour periods indicate only completeness of the recovery of the administered 
benzoic acid and are not included in Table I, since we are concerned pri- 
marily rrith rate of excretion as an index of availability of glycine. Creat- 
inine determinations were made to check completeness of urine collections. 
These values, as well as those for total nitrogen, are also omitted, as they 
do not bear directly on this study. 

DISCUSSION 

In Table I arc presented data shoudng the effect on the rate of excretion 
of hippuric acid when glycine or one of the N-acylglycine derivatives is 
administered simultaneously unth sodium benzoate. Tlie data are from 
consecutive experiments at least 5 days apart. Control experiments with 
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Table I 

Excretion of Benzoic Acid, Total and As llippuric Acid, in 6 Hour Period Immediately 
Folloirinff Ingestion of Sodium Benzoate Alone and with Glycine or 
N -Acylglycine Derivalircs 




Benzoic add excreted 05 



Benzoic 

lUhbUNo. 





Compound fed* 


Hippurlc acid | 

ToUl 



r«. 

fer ceni 
intake 

tn. 

Per cent 
intake 


gn. 

6 

0.555 

33.3 

0.819 

49.1 

None 

1.668t 


0.994 

59.6 

1.249 

74.9 

Acetylglycine 

1.668 


0.556 

31.2 

0.941 

52.8 

None 

1.782 


0.647 

36.3 

1.024 

57.4 

it 

1.782 



61.3 

1.363 

76.4 

-Acetylglycine 

1.782 


0.416 

23.3 

0.804 

45.1 

None 

1.782 


1.234 

69.2 

1 1.455 

81.6 

Glycine 

1.782 


0.359 

19.8 

0.662 

j 36.4 

None 

1.818 


0.674 

37.1 

0.974 

53.6 

Formylglycine 



0.455 

25.0 

0.751 

41.3 

None 



0.787 

43.3 

1.125 

61,9 

Formylglycine 

BkEB 


0.409 

22.5 

0.640 

35,2 

None 


1 

0.805 

44.3 

1.197 

65,8 

Propionylglycine 



0.893 

49.2 

1.219 

67.0 

it 

BP: 


0.930 

51.2 

1.197 

65.8 

it 

BP: TM 


0.542 

29.8 

0.809 

44.5 

None 

BP:T!B 


0.426 

23.4 

0.700 

38.5 

Sodium chlorjdef 

1.818 

5 

0.820 

48.6 

1.051 

62.3 

None 

1.689 


0.954 

54.7 

1.126 

64.5 

it 

BkB 


1.192 

68.4 

1.490 

85.5 

Acetylglycine 

BPrZiB 


0.762 

42.3 

0.982 

54.5 

None 

1.800 


1.264 

70.2 

1.415 

78.6 

Acetylglycine 

1.800 


1.405 

780 

1.500 

83.3 

Glycine 

1.800 


0.617 

34.0 

0.834 

45.8 

None 

1.818 


1.069 

58-8 

1.335 

73.5 

Formylglycine 

wsm 

7 

1.147 

70.2 

1.227 

75.1 

Glycine 



0.604 

37.0 

0.823 

50.3 

None 



0.832 

50.9 

1.018 

62.3 

Formylglycine 



* 3 molecular equivalents of the amount of benzoic acid administered tvere given. 
The N-acylamino acid in solution was made neutral to litmus before addition of 
sodium benzoate. , 

t The benzoic acid, 0.66 gm. per kilo of body weight, was administered orally as 
the sodium salt. Since the animal increased in weight, the absolute amount of 
benzoic acid fed increased as the experiments progressed. 

J 6 gm. of sodium chloride were given with benzoate in order to produce marked 
diuresis. 


benzoate alone precede or follow experiments tvith the compounds under 
study, and comparison of the effects of glycine or gl3'cine derivatives should 
be made with the nearest control. 
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From the figures showing the percentage of administered benzoic acid 
excreted as hippuric acid in the 6 hour period, it can be seen that the 
simultaneous administration of formylglycine, acetylglycine, or propionyl- 
glycine in every case definitely increased the rate of excretion of hippuric 
acid. The effect of these derivatives, although marked, was not as great 
as that of glycine itself. The effect of formylglycine on the rate of excretion 
of hippuric acid after benzoate administration appears to be less than that 
of acetylglycine. This might be due to slower hydrolysis of formylglycine. 
That acetylglycine is hydrolyzed more readily than formylglycine by ex- 
tracts of rabbit liver or kidney is suggested by the experiments of Kimura 
(9). The present experiments, however, are not adequate to show small 
differences in the degree of effectiveness among the derivatives used. The 
increase in rate of excretion of hippuric acid was also reflected in the in- 
creased output of total benzoic acid in the 6 hour period. That the in- 
creased rate of excretion was not due to diuresis is shown in the experiment 
in which 6 gm. of sodium chloride were administered with benzoate. A 
marked increase in urine volume occurred xvith no increased excretion of 
hippuric acid or total benzoic acid. Ex-periments xvith other compounds 
wliich did not increase the rate of excretion of hippuric acid (betaine and 
N,N-dimethylglycine) also show that diuresis is not the cause of increased 
excretion of hippuric acid in the 6 hour period (1). 

Since the detennination of hippuric acid by the Griffith method (10) is 
not specific, in that it is a determination of nitrogenous compounds in urine 
extracted by ether from acid solution and not destroyed by sodium h 3 T) 0 - 
bromite, it was necessary to be sure that the increases in hippuric acid and 
total benzoic acid noted in these experiments were not the result of ap- 
pearance in the urine of substances (either unchanged' N-acylglycine de- 
rivative or a metabolite) interfering -with the analytical procedures. This 
was of especial importance since in vitro experiments showed that high 
values for hippuric acid were obtained when solutions containing 4 times 
more N-acylglycine nitrogen than hippuric acid nitrogen were analyzed 
by the Griffith procedure. This interference increased xvith increasing 
molecular weight of the N-acylglycine derivative. When analyzed for 
total benzoic acid by the method of Kingsbury and Swanson (11), however, 
those' solutions containing formylglycine or acetylglycine gave close to 
theoretical values for the benzoic acid contained (as hippuric acid), whereas 
the presence of propionylglycine led to high results. Hence, formylglycine 
and acetylglycine, although interfering with the hippuric acid determina- 
tion in pure solutions, did not interfere with the determination of total 
benzoic acid, whereas propionylglycine interfered with both. Because of 
these findings control experiments were lun in which the same amount of 
N-acylglycine derivative as was given simultaneously with benzoate to 
Babbit 6 (formj'lglycinc 4.6 gm., acetylglycine 5.24 gm., propionylglycine 
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5 86 gm.) was pven alone to the same rabbit. It wa.s found that formyl- 
glycine or acetylglycine administered alone did not increase the hippuric 
acid or total benzoic acid values obtained for the small, constant amount of 
benzoic acid (about 18 mg.) which is normally eliminated in a 6 hour 
period bj’ the rabbit. In the animal e.\periments, therefore, the adminis- 
tration of this amount of formylglycine or acetylglj’cine did not cause 
excretion in the urine of substances interfering with the analjdical proce- 
dures used. The administration of propionylglycine alone, however, did 
increase the apparent hippuric acid and total benzoic acid excretion in the 

6 hour period after administration. The increase ox'er the normal elimina- 
tion in the 6 hour period caused by this derivative amounted to 94 mg. 
(calculated as benzoic acid) and affected both hippuric acid and total 
benzoic acid determinations. For this reason approximate values for 
benzoic acid excreted as hippuric acid and total benzoic acid in experiments 
with propionylglycine (Table I) hax'e been obtained by subtracting 100 mg. 
from the X'alues obtained on urine analysis. The data presented for ex- 
periments with propionylglycine are therefore not as accurate as those 
obtained in the experiments with formylglycine and acetylgljxine. They 
indicate, however, that the amount of benzoic acid excreted in the 6 hour 
period as hippuric acid and as total benzoic acid in experiments with 
propionylglycine is still much greater than when benzoate alone w^as given. 

SUMMARY 

The preparation of N-propionjdglj'cine is described. 

N-Formylglycine, N-acetylglycine, and N-propionylglycine when ad- 
ministered orally with benzoate to rabbits increased the rate of excretion 
of hippuric acid. The effect of these derivatix^es, although marked, was 
not as great as that of glycine. 

The availability of these compounds for the synthesis of hippuric acid 
IS mterpreted as exidence of their conversion to glycine b 3 ’^ the rabbit. 
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THE INFLUENCE OF SUBSTRATE STRUCTURE ON THE 
KINETICS OF CARBOXYPEPTIDASE ACTION 

Br JIAX BERGMAKN akd JOSEPH S. FRUTOX 
(.From the Laboratories of The Rockefeller Institute for Medical Research, Nexe York) 

(Received for publication, Julj" 2, 1942) 

When the proteolytic enzjmes are classified according to their specificity, 
the group of carboxypeptidases is found to contain several enzymes of 
s i m i lar specificity, such as the carboxypeptidase of beef pancreas or the 
carboxj-peptidase of stvine kidney (1). The pancreatic carboxypeptidase 
acts optimally at about pH 7.7 and is not activated by sulfhydryl com- 
pounds, while the kidney enzjTne is activated by sulfhydryl compounds and 
acts optimallj" near pH 5.4. The similarity in the specificities of these en- 
zymes is evidenced by the fact that both have been found to split the sub- 
strate carbobenzoxj’glycyl-Z-phenylalanine about 1.8 times as fast as the 
substrate carbobenzoxyglycyl-f-tjTOsine.* Such enzymes, belonging to the 
same specificity group, are termed “homospecific” (2). A group of homo- 
specific trypsinases and a group of homospecific pepsinases have also been 
described. 

It is a general experience that the rate at which a proteolytic enzyme acts 
upon a substrate of known structure is a function of (a) the nature of the 
enzyme and (6) the structural details of the substrate. In this communi- 
cation it is assumed that the rate of the action of a proteolytic enzyme is re- 
lated to substrate structure by the following equation. 

K = pE-m-a-br ( 1 ) 

K is the reaction velocity constant, is a proportionality factor charac- 
teristic of the enzyme E, and [E\ is the enzyme concentration (in mg. of pro- 
tein nitrogen per cc. of test solution), a, b, and r characterize numerical 
factors determined bj' the structure of groupings A, B, and R in the sub- 
strate molecule. Illustrations of these groupings in substrates for tryp- 
sinases, pepsinases, and carboxypeptidases are presented in Fig. 1. 

Thus R is defined as an amino acid residue bearing the side chain which is 
essential for enzyme action (Equation 1); A represents the substituent at- 
tached to the o-imido group of R; and B represents the group attached to 

'■ Recent e-xperiments (Irving, G. W., Jr., Fruton, J. S., and Bergmann, M., un- 
published data) have shown that near pH 5 small differences in pH greatly influence 
the speed of the action of cysteine swine kidney carboxypeptidase. When the hy- 
drolysis of carbobenroxyglycylphenylalanine and carbobenroxyglycyltyroaine bj- 
this enzyme is compared at identical pH values, the quotient CcGlyP/CcGIyT is 
about 1.4. 
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the a-carbonyl group of R. The arrow denotes the peptide linkage hydro- 
lyzed by the enzyme. 

In a previous paper (3) of this series, the proteolytic coefficient C was de- 
fined as the rate of the action of a proteolytic enzyme upon its substrate 
when the enzyme concentration is 1 mg. of protein nitrogen per cc. of test 
solution, as expressed in Equation 2. 

C = K/\E] ( 2 ) 

Consequently, Equation 1 may be transformed into Equation 3. 

C = pE-a-b-r ( 3 ) 


Substrate for trypsinases 


Substrate for pepsinases 


CgHjCO] 

'-A- 


MHz 

C=NH 
I 

NH 

(CH2)3 

iNH-CH'CO; 
-R- 


LgJ 


OH 

I 


COOH 

1 

i •' 


li 1 

C,H,0C0-NH-CH-C0 

-INH-CH'COI- 

1 t 



1 t 

' R ' 


iNH-GHj-COOH 
B 


BenzoyW-arginine amide Capbobenzoxy-7-glutamyl->tyro5yl glycine 


Substrate for carboxypeptidases 


0 

I 

CH; 



cHz j 


CiH,0C0-NH-CH2-C0 

ilNH-CH-Coi- 
1 1 

OH 

A 

1 1 

■ R ’ 

-B- 


CQpbobenzoxjglycyl-7- phenylalanine 
Fig. 1 


The absolute values of the terms Pe, a, b, and r cannot be determined and 
the validity of Equation 3 cannot therefore be tested directly. It is pos.si- 
ble, however, to test several consequences of Equation 3 by one of the fol- 
lowing four procedures : (a) by comparing the action of an enzyme upon two 
substrates which differ only tvith respect to their R groups, (6) by comparing 
the action of an enzyme upon two substrates which differ only with respect 
to their A groups, (c) by comparing the action of an enzyme upon two sub- 
strates which differ only \vith respect to their B groups, (d) by comparing 
the action of two homospecific enzymes upon the same substrate. 

Procedure (a) was applied to the hydrolysis by pancreatic carboxy- 
peptidase of the two substrates, carbobenzoxyglycyl-f-phenylalanine 
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(CGlyP) and carbobenzoxj’gIyc\'I-Z-fyrosinc (CGlyT). 
applied to this ease, one obtain.s Equations 4 and 5. 

If Equation 3 is 

CcGiyP = PB-a-b-ri 

(4) 

CcGirT = pE-a-5-r. 

(5) 

Thus, 


CcGijP n 

CcGlyT r: 

(«) 

Equation G implies two postulates that arc acccs.siblc to experimental test . 
Fiist, the numerical value of the proteolytic quotient Gcgijp/Gcgi.sT 


Table I 

Specificity of Carboxypeptidase 


Temperature 25°. 



• if = -4- log — . 

min. 100 — % hydrolysis 

tC= ^ 

mg. protein N per cc. test solution 


should depend only on the nature of the amino acid i-aMdue-s Ri and J?;, but 
should be independent of the nature of the A groups or B groups as long as 
cither of these groups is identical for the two substrates that are compared. 
This postulate has been tested experimentally for pancreatic carboxypep- 
tidase as the enzyme and for four pairs of substrates, containing one of the 
following A groups: carbobenzoxj', carbobenzoxj'glycyl, carbobenzoxy-f- 
alanyl, and carbobenzoxj'-f-glutamyl. As will be noted in Table I, the 
proteolytic quotient for each of the four pairs of substrates is the same 
within the limits of en-or of the e.xperiinental methods employed. Sec- 
ondly, Equation 6 requires that the numerical value of the proteolidic 
quotient be independent of the individual nature of the carbo.xj’peptidase; 
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i.e., it should be identical for the various carboxypeptidases. This is the re- 
sult observed in the experiments reported earlier (1). 

As was previously mentioned, the validity of Equation 3 may also be 
tested by following procedure (6); i.e., by determining the proteolytic 
quotient for the action of an enzyme upon two substrates that differ only 
TOth respect to the A group. Then, 

^ ^ pE-ai-b-r _ oi 
Ci pE'Oi-h-r a-i 

From the experimental data presented in Table I, it follows that the pro- 
teolytic quotient for the two substrates carbobenzoxyglycyl-f-phenjdal- 
anine (CGlyP) and carbobenzoxy-f-glutamyl-f-phenylalanine (CGluP) is 


£5^2? = M = 16.5 (8) 

C'CGluP 0.52 

For the substrates carbobenzoxyglycyl-Z-tyrosine (CGlyT) and carboben- 
zoxy-Z-glutamyl-Z-tyrosine (CGluT), the following proteolytic quotient is 
obtained. 

£cGiyT 14 7 (9) 

CcGIuT 0.32 

The values obtained in Equations 8 and 9 agree mthin the experimental 
error of the method. 

The values presented in Table I may also be utilized for a comparison of 
the action of pancreatic carboxypeptidase upon the pair of substrates 
CGluP and carbobenzoxy-Z-phcnylalanine (CP) and the pair CGluT and 
carbobenzo-xy-Z-tyrosine (CT). The following quotients are obtained. 


CcGluP 

Ccp 


6600; 


CcGluT 

CCT 


6100 


As postulated in Equation 7, the numerical value of the quotient for two 
substrates differing only wth respect to the A groups is independent of the 
nature of the R groups, when these are identical in the two substrates com- 
pared. The data discussed in this communication are in accord with 
Equation 3 as are the previously reported data on several homospecific 
trypsinases and pepsinases (1, 2). 

In the experiments with carbo.xypeptidases, tiypsinases, and pepsinases, 
first order kinetics were obtained under the experimental conditions em- 
ployed (1). Future experiments will show whether Equation 3 is obeyed in 
proteolytic systems in wdiich the reaction kinetics are other than first order. 

The authors wish to express their thanks to Miss Rosalind Joseph, Mr. 
Maurice Rapport, and Mr. Stephen M. Nagy for valuable assistance in this 
investigation. 
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EXPERIMENTAL 

Carhobcnzoxy-l-alanyl-l-phenylalanine 

Carbobenzoxy-l-alanyl-l-phcnylalanine Ethyl Ester — dry ethereal solu- 
tion of carbobenzoxy-Z-alanyl chloride (from 8.9 gm. of carbobenzo.yy-Z- 
alanine) was added to an ethereal solution of Z-phenylalanine ester (from 
14 gm. of the hydrochloride). The reaction imxture was worked up as in 
the case of carbobenzo.xj’glycyl-Z-phenjdalanine eth}d ester (4). Yield, 
12.9 gm. After recrystallization from ethyl acetate-petroleum ether, the 
substance melted at 97-98°. 

CjjH-tOtXj. Calculated. C 66.3, H 6.6, N 7.0 

395.4 Found. “ 66 5, “ 6.4, “ 6.9 

Carbobenzoxy-l-alanyl-l-phenylalanine — 5 gm. of the above ester were dis- 
solved in 50 cc. of methanol and 13 cc. of N NaOH were added. After 30 
m i nutes, the solution was acidified with 14 cc. of n HCl. On removal of the 
methanol under reduced pressure, crystals were obtained. Yield, 4.5 gm. 
After recrystallization from methanol- water, the substance melted at 
56-58°. 

CjoH-jOiNj. Calculated. C 64.8, H 6.0, N 7.8 

370 4 Found. " 64 8, “ 6.2, “ 7.6 

Carbobenzoxy-l-alanyl-l-tyrosine 

Carbobenzoxy-l-alanyl-l-tyrosine Ethyl Ester — ^A dry ethereal solution of 
carbobenzoxy-l-alanyl chloride (from 4.5 gm. of carbobenzo.xy-l-alanine) 
was added to an ethyl acetate solution of tyrosine ethyl ester (from 10 gm. 
of the hydrochloride). The reaction mixture was worked up as in the case 
of the phenylalanine analogue. Yield, 5.3 gm. After recrystallization 
from ethyl acetate-petroleum ether the substance melted at 138-139°. 

CaHjiDeNj. Calculated. C 63.8, H 6.3, N 6.8 

414.4 Found. " 63.7, “ 6.3, " 6.8 

Carbobenzoxy-l-alanyl-l-tyrosine — 1.5 gm. of the above ester were dis- 
solved in 20 cc. of methanol and 7.2 cc. of N NaOH were added. After 30 
minutes, 7.5 cc. of n HCl were added. The methanol was evaporated off 
under reduced pressure and the resulting syrup taken up in ethyl acetate. 
The ethyl acetate extract was dried and on addition of petroleum ether a 
syrup was obtained which crj^stallized on standing in the cold. Yield, 1.0 
gm. After recrystallization from ethyl acetate-petroleum ether, the sub- 
stance melted at 149-150°. 


C,oH„O.Nj. Calculated. C 62.2, H 5.9, N 7.2 

386.4 Found. “ 62.2, “ 5.8, “ 7.2 
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Enzymatic Studies 

The crystalline carboxypeptidase was prepared and recrystallized ac- 
cording to the directions of Anson (5). The procedure employed in the 
determination of enzjonatic hydrolysis was the same as that described 
earlier (4). 
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THE ^MULTIPLE SPECIFICITY OF CHITMOTRYPSIK 

Br JOSEPH S. KRUl’OX and MAX BERGMAXX 
(From the Laboratories of The Rockefeller Institute for Medical Research, Hew York) 

(Received for publication, July 14, 1942) 

Prenous experiments have shown that crj’stalline chj’motrj'psin hydro- 
lyzes simple substrates at peptide linkages that involve the carbonyl group 
of an aromatic amino acid. Thus, benzoyl-/-tjTOsylglycinamide is split to 
benzoyl-Z-tjTosiue and gl 3 ’cinamide (1). Since the point of attack is at an 
interior peptide bond, the enzj-me has been classified as endopeptidase or 
proteinase (2). It is characteristic of this class of enzymes that thej- attack 
onlj' such substrates as contain at least two peptide bonds in close proximitj' 
to each other (3). 

In the experiments reported in the present communication, several new 
substrates for chymotrj’psin have been emploj'ed for the further studj* of 
the specificitj’ of this enzjTne. Thus, twice erj-staUized chymotiypsin hj'- 
drolj’zes glj'cj-l-f-tjTosiaamide (GTA) and glj-cj-l-l-phenj-lalaninamide 
(GPA). The ready solubUitj- of these substrates has permitted the de- 
termination of first order reaction velocitj' constants at several enzjme con- 
centrations (Table I). Proteolytic coefficients of Cgta = 0.0065 and Cgpa 
= 0.0022 were found at 25° and pH 7.8. 

The hj-drol^-sis of GTA and GPA occurs at the peptide linkages in- 
volving the carbonjd group of the aromatic amino acid residue. Xo free 
amino acid can be found in the hj'drolysates bj' means of the Van Sl 3 'ke nin- 
hydrin method (Table II). Furthermore, following carbobenzoxylation of 
the h3’drolysates, carbobenzox3'gl3X3'l-/-t3TOsine and carbobenzo.xy'glycyl-l- 
phenylalanine were isolated. The site of h 3 ’drol 3 'sis of GTA and GPA in- 
dicates that ch 3 motr 3 ’psin endopeptidase requires the following arrange- 
ment of groups in the back-bone of its substrate. 

R 

I 

— CO — XH - CH- CO-r-NH 

where R is the side chain of t 3 'rosine or phen 3 'lalanine. Ch 3 motrypsin 
endopeptidase ma 3 ' therefore be classified as a carbon 3 -lproteinase (3). 

It has now been observed that ch 3 TOotr 3 'psin slowl 3 ' hydrol 3 'zes l-ty- 
rosinamide (TA) and Z-phenylalaninamide (PA). The proteohdic co- 
efficients for these two substrates were nearly identical; i.e., 0.0003 (Table 
I). It is obvious that the enzymatic splitting of t 3 TOsinamide and of 
phenylalaninamide cannot be attributed to an endopeptidase and that the 3 ' 
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represent typical aminopeptidase actions. It must therefore be concluded 
that crystalline chymotrypsin shows two distinct specificities. One speci- 


Table I 


Kinetics of Chymotrypsin Action 


Twice crystallized chymotrypsin, pH 7.8, 25°. 


Substrate 

Protein N per cc. 
test solution 

K (first order)* 

Ct 

Glycyl-^-tyrosinamide 

tng. 

0.14 


wm 


0.23 




0.32 




0.41 



Glycyl-l-phenylalaninamide 

0.29 


MiH 


0.58 

0.0013 



0.87 

0.0018 



1.16 

0.0027 

0.0023 

1-Tyrosinamide 

1.12 

0.00032 

0.00029 


1.68 

0.00054 

0.00032 

Z-Phenylalaninamide 

1.12 

0.00035 

0.00031 


1.68 

0.00054 

0.00032 


* K = 


1 , 100 

— - — log . 

min. 100 — % hydrolysis 


tc = 


K 

mg. protein N per cc. test solution' 


Table II 

Comparison of Titration and Ninhydrin Data in Hydrolysis of Several Substrates 

by Chymotrypsin 

Temperature 25°, pH 7.6 to 7.8. 


Substrate 

Protein N 

Time 

Hydrolysis 

per cc. test 
solution 

Titration 

Ninhydrin 

method 




method 


mg. 

hrs. 

per cent 

per cent 

Glycyl-Z-tyrosinamide 

0.56 

3 

79 

0 

Glycyl-i-phenylalaninamide. 

1.12 

6 

66 

1 

Z-Tyrosinamide 

1.12 

20 

53 

48 

Z-Phcnylalaninamide 

1.12 

20 

52 

49 

Z-Tyrosylglycinamide 

1.12 

24 

65 

44 

Z-Phcnylalanylglycinamide — 

1.12 

24 

60 


Glyoylglycinamide 

1.16 

24 

20 

3 

Z-Tyrosyl-Z-tyrosinamide 

1.10 

22 

71 


Z-Phcnylalanyl-Z-phenylalaninamide 

1.10 

22 

34 


1-Phenylalanyl-Z-tyrosinamidc. . 

1.10 

22 

41 



ficity is that of a carbonylproteinase and the other is that of an amino 
peptidase. 
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•The presence of two different specificities in chj'motr 3 ’psin is indicated 
also if the data in Table I are approached from a somewhat different point 
of view. In a prenous paper of this series (4), it was shown that when an 
enzj-me acts upon two substrates which differ only with respect to their 
amino acid residues Ri and i?; which bear the essential side chains (2), the 
following relation holds, 

Ci/C: = r,/r, (1) 

where Ci and C- are the proteolj'tic coefficients for the hydrolysis of the two 
substrates, while rj and r* are numerical factors which depend on the nature 
of Ri and i?;. Equation 1 requires that the proteolj'tic quotient CtICi 
should depend onlj' on the nature of Ri and Ri but should be independent of 
the structure of the remainder of the substrate molecule if the two sub- 
strates differ onlj’ with respect to the nature of R. 

In the case of the hj’drolj’sis of the substrates GTA, GPA, TA, and PA bj' 
chj-motrj’psin. Equation 1 has the form given in Equations 2 and 3, 

Cgta/Cgva = rr/rp (2) 

Cta/Cpa = Pr/Pp (3) 

where is the numerical value that depends on the tjTosine residue in 
GTA and r? is the numerical value that depends on the phenj’Ialanine 
residue in GPA, while r'x depends on the tjTosine residue in TA and r'p 
depends on the phenjialanine residue in PA. 

If the enzjmatic actions upon which Equations 2 and 3 are based are the 
e.xpression of one and the same enzj-matic specificitj* of chj-motrj-psm, then 
the values for r^/rp and r'x/r'p should be identical and, consequentlj-, the 
proteolj'tic quotients Cgt.^/Ggpa and C-pjJCpx should also be identical. It 
maj- be calculated easilj' from the values for C given in Table I that 
C^gta/Ggpa equals 3 and Cta/Gpa equals 1. It follows therefore that chj-- 
motrj-psin hj-drolj'zes the substrates GTA and GPA with an enzj-matic 
specificity different from that characteristic of the hj-drolj'sis of TA and PA. 

In a previous paper (3), chj'motij’psin was classified as an imidoprotein- 
ase, because the enzjTne liberates tj-rosine from f-tjTosj'Iglj'cinamide 
(TGA). This hj-drolj'sis maj' now be attributed to the aminopeptida.sp 
acth-itj- of cbjanotiypsin. 

The liberation of tjTosine is not the onij- action which chj'motij-psin 
e.\erts upon TG.A.. Since chj’motrj'psin liberates from TGA a quantitj- of 
titratable carboxj'l groups and since onIj’ a part of these carboxj'ls belongs 
to a free amino acid,* it must be concluded that the ensj-me attacks both 
peptide bonds of the substrate, thus producing t jTOSj'lglj-cine plus ammonia 
in addition to tjTosine plus glj'cinamide. 

It was attempted to decide whether ch j'motrj'psin must be regarded as a 

' -4s determined by the mnh3'drin method 
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mixture of two separate enzymes, one \vith proteinase activit}'' and the other 
wth aminopeptidase activity. Consequently, the ratio of these two ac- 
tivities in various chymotrypsin preparations was determined and efforts 
were made to alter this ratio by various procedures. These efforts, how- 
ever, have so far been unsuccessful. 

The twice crystallized chymotrypsin preparation employed in these e.\- 
periments gave for the quotient C'gpa/C’pa a value of 7.4. After two more 
recrystallizations, the quotient remained unaltered (Table III). Rir- 
thermore, a preparation of 7 -chymotrypsin, placed at our disposal by Dr. 
Kunitz, gave for Cgfa/Cpa a value of 7.3. Partial inactivation of chymo- 
trypsin by alkali produced the same decrease in the activity toward GPA 
and PA. A solution of chymotrypsin Avas kept at pH 9.2 for 18 hours at 

Table III 

Action of Various Chymotrypsin Preparations on Glycyl-l-phcnylalaninamide and 

l-Phenylalaninamidc 
Temperature 25°, pH 7. 7 to 7.8. 



Protein N 

K 

^GFA 

CpA 

Ensyme preparation 

per cc. test 
solution 

Glycyl* 

phenyl* 

alanmamidc 

Phenyl- 

alaninamide 

2 times crystallized chymotrypsin 

JMi'. 

1.12 

0.0026 

0.00035 

7.4 

^ (( it it 

1.20 

0.0028 

0.00038 

7.4 

•y-Chymotrypsin . ... 

0.88 

0.0022 

0.00030 

7.3 

Chymotrypsinogen 

0.C3 

0.0000 

0.0000 


Chymotrypsin from above chymotryp- 
sinogen 

0 63 

0.0015 

0.00020 

7.5 


25 ° with an attendant loss of 3G per cent in activity toward GPA and a loss 
of 40 per cent in activity toward PA. 

A solution of chymotrypsinogen was found to be Avithout activity on GPA 
and PA. On activation Avith a trace of crystalline trypsin, the resulting 
chymotrypsin split both of these substrates and the proteolytic quotient 
Cgpa/Cpa was 7.5 (Table III). 

In the light of these results it must be regarded as probable that chymo- 
trypsin is a protein Avhich exhibits more than one, z.e. at least tAvo, enzy- 
matic .specificities. The same appears to hold for 7 -chymotiypsin. In this 
connection it should be recalled that the careful solubility studios of Kunitz 
(5) and Butler (6) have .shown that elo'niotryp.sinogen, a-chyinotrypsin, 
and yy-chymol rypsin conform to the phase rule criteria of a pure protein. 

It Avas mentioned above that tyro.sylglycinamide is split sloAvly at the 
linkage inAmlving the glycine carbonyl. Glycylgl3^cinamide is also split at 
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a slow rate; an increase in titratable carboxj'l groups ^vas observed but the 
appearance of appreciable free amino acid could not be demonstrated in 
the hydrolj'sate (Table II). The question may be raised whether the 
splitting of glycylglycinamide and of glj’cyltjTOsinamide can be attributed 
to a single chjTnoti^qjsin endopeptidase or whether there might be a third 
enzymatic specificity present in chjTnotiypsin. "We are at present unable 
to perform the experiments necessary' to decide this question. 

Table IV 

Action of Chjmolrypsin on Acyl Peptide Amides 
Enzjuie concentration, 1.2 mg. of protein N per cc. of test solution. Temperature 
25°, pH 7.1 to 7.5. 


Sabstrate 

' Tiae 

HsTirolysis 


krs. 

fer cent 

Carbobenzox 3 ’-i-tyrosylglycmamide (1)* 

4.5 

51 


24 

89 

Carbobenzoxy-Z-phenylalanj-lglycinamide 

5 

14 


24 

32 

Carbobenzoxyglycyl-Z-tyrosylglycinamide (1)* 

3 

52 

Carbobenzoxyglycyl-Z-phenylalanylglycinamidc (1)* 

3.5 

1 11 


I 24 


Carbobenzo.xy-Z-tjTosyl-Z-phenylalaninamide 

24 

I 

10 

Carbobenzoxy-Z-tyrosyl-Z'tyrosinamide 

! 24 

IS 

Carbobenzoxj’-Z-phenylalanyl-f-tyrosinamide 

24 

9 

Carbobenzox}--Z-phenj-IaIanyl-Z-phenylalaninamide 

1 24 

5 

Carbobenzoxyglycyl-Z-tyrosinamide 

24 

: 

Carbobenzoxj’glyo’l-^-phenylalaninamide 


i ^ 

Carbobenzox 3 --f-t 3 'rosinamide 

1 48 

1 ” 

Carbobenzoxy-i-phenylalaninamide 

1 48 

1 -I 

Carbobenzoxj'-f-tjTosj-lglycine (1) * 

1 48 

i 0 

Carbobenzoxy-Z-phens'lalanj'Iglj'cine 

48 

1 

1 2 


* Bibliographic reference. 


Dipeptide amides .such as Z-tjTOsyl-f-tyrosinamide, Z-phenylalanyl-Z-ty- 
rosinamide, and Z-phenylalanyl-Z-phenylalaninamide were also found to be 
split by chymotrypsin (Table II). These compounds are sparingly soluble 
at pH 7 to 8 and consequently were not suitable for studies of reaction 
kinetics. The action of chymotrypsin on a number of other compounds was 
tested (Table IV). These included a series of acyl peptide amides that are 
difficultly soluble at pH 7 to 8. 

In attempting to prepare carbobenzo.xy-Z-phenylalanylglycinamide, we 
obsert'ed that, when carbobenzoxy'-Z-phenylalanylglycine ethyl ester is 
treated with dry ammonia in methanol, benzyl alcohol is split out and a 
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substituted hydantoin is obtained. When the amide is boiled with 10 per 
cent sulfuric acid, the corresponding acidic compound is obtained. The 
melting points of the acid and amide correspond to those found by Grana- 
cher and Landolt (7) who prepared these compounds by reduction of 5- 
benzalhydantoinacetic acid ethyl ester mth subsequent saponification or 
amidation. 

CsHsCHoOCO • NH ■ CH • CH-CsH* CO • NH • CH ■ CHjCiHt 

I I 

CO CO 

NH N +C,HsCH.OH 

j CHaOH I 

CH. CH™ 

! I 

COOCjHs CONfl: 

Amide of 5-benzylhydantoiii- 
3-acetic acid 

It is of interest that hydantoin fomaation was not found to occur in the 
treatment of several other carbobenzoxy peptide esters with ammonia, as 
described in the experimental section of this paper. 

The authors wish to express their thanks to Mr. Maurice Rapport and 
Mr. Stephen M. Nagy for valuable assistance in this investigation. 

EXPERIMENTAL 
Glycyl-l-tyrosinamide Acetate 

Carbobe7izoxyglycyl-l-tyrosinamide — A solution of 7.8 gm. of carboben- 
zoxj'glycyl-Myrosinc ethyl ester (1 ) in 75 cc. of ammoniacal methanol wa.s 
left at room temperature for 2 days. Concentration under reduced pressure 
yielded a .synip which was crystallized from ethanol-water. Yield, 5.3 
gm.; m.p. 170°. 

CisIIjiOsNa ( '.dcul.ilod C 61 I, II .6 7, \ II .'i 

.371 2 Found “ 61 5, " 5 7, " II .3 

Olycyl-l-tyroHViamidc Acetate — 1.85 gm. of the carbobenzoxy coinpoimd 
were hydrogenated in methanol .solution in the pre.sence of 0.3 cc. of glacial 
acetic acid. The filtiate was concentrated, yielding 1.4 gm. of the crystal- 
line product. The material was reciystallized from methanol-ethyl acetate. 

('„IInOj .\3 C.IbO. C‘.ilctilntcd (' 52 5, II 6 4, N' 14 1 

0972 Found " 52 3, " 6 6, “ II 2 

l„lf; = +28 0" (10% II. \Mito.) 

297 mg. of this substance weie hjaliob'zed by chymotiypsm to 98 per cent. 
The hydiolvsate was concentrated to a small volume. 0.2 ec. of earbo- 
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benzoxy chloride and 2 cc. of n NaOH were added wth cooling and shaking. 
The reaction mi-xture was acidified and extracted •vrith ethj-1 acetate. 
The ethj-1 acetate laj'er was extracted with bicarbonate. TiTien the bi- 
carbonate layer was acidified, a syrup was obtained which crj-stallized on 
standing in the cold. Yield, 120 mg. After recr 3 -stallization from ethjd 
acetate, the melting point nris 108°. The mi-xed melting point uith an 
authentic sample of carbobenzoxyglycyl-Z-tyrosine was 107-108°. 

CiiHs»0«tSi. Calculated. C 61.3, H 5.4, N 7.5 

372.2 Found. “ 61.2, “ 5.6, “ 7.7 

Glycyl-l-phenylalaninamide Acetate 

Carbohenzoxyglycyl-l-phenylalamnamide — The sj-rupy ester (prepared 
from 3.8 gca. of carbobenzoxj'glycyl chloride and 4.5 gm. of phenylalanine 
ethyl ester h 3 ’drochIoride in the manner described earlier (8)) was dissolved 
in 50 cc. of methanol previouslj' saturated with ammonia at 0°. After 
2 days the solution was concentrated and the resulting sj-rup was crj'stal- 
lized from methanol-water. The material was recrj'stallized from meth- 
anol-water. Yield, 4.8 gm. ; m.p. 130°. 

C„H..O<X.. Calculated. C 64.3, H 6.0, K 11.8 

355.4 Found. " 64.3, " 6.0, “ 11.9 

Glycyl-l-phenylalaninamide Acetate — 1.8 gm. of the carbobenzoxj- com- 
pound were hj'drogenated in methanol solution in the presence of 0.3 cc. of 
glacial acetic acid. The filtrate was concentrated, j-ielding 1.2 gm. of the 
crystalline product. The material was reciystallized from methanol- 
ethyl acetate. 

CijHisOjXj'CjHiOj. Calculated. C 55.5, H 6.8, X 14.9 
281.2 Found, “ 55.6, “ 6,7, 14,8 

[a] p ^ 4-28.8® (5% in water) 

281 mg. of this substance were hj-drolj'zed bj' chjTnotrj-psin to 95 per cent, 
'fhe reaction mixture was worked up as in the case of gh’cjdtjTosinamide. 
The yield of crude carbobenzoxj’ derivative was 135 mg. After recrj'stal- 
lization from ethyl acetate-ether, the melting point was 125°. The mixed 
melting point nith an authentic sample of C3rbobenzo.x\'gIyc\-l-/-pheni'l- 
alanine was 125-126°. 

C.,H,oOsXi. Calculated. C 64.0, H 5.6, X 7.S 
356.4 Found. “ 64.1, “ 5.8, “ 8.0 

l-Tyrosinamide Acetate 

This material was prepared as described pretdously (9). 240 mg. of this 
substance were hj'drolj’zed by chjTnotiypsin. After 48 hours at 25° ’the 
characteristic crystals (73 mg.) of tj'rosine were obtained. Calculated for 
tjTosine, 7.7 per cent NH.-N ; found, 7.6 per cent NHj-N. 
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l-Phenylalaninatnide Acetate 

Carbobenzoxy-l-phenylalamnamidc — 8 gm. of carbobenzoxy chloride and 
4 gm. of MgO were added to an ethyl acetate solution of phenylalanine 
ethyl ester (prepared from 10 gm. of the hydrochloride). The excess chlo- 
ride was destroyed with pyridine and the ethyl acetate layer was washed 
with dilute hydrochloric acid, water, dilute bicarbonate, and water. The 
dried ethyl acetate solution was concentrated to jrield a syrup which was 
dissolved in 50 cc. of methanol previously saturated wth ammonia at 0°. 
After 2 days at room temperature, the solution was concentrated to give 
6.5 gm. of the crystalline material. M.p. 167°. 

CirHuOjN,. Calculated. C 68.4, H 6.1, N 9.4 

298.2 Found. “ 68.2, “ 6.2, “ 9.3 

l-Phenylalaninamide Acetate — 1.5 gm. of the above carbobenzoxy com- 
pound were hydrogenated in methanol solution in the presence of 0.35 cc. 
of glacial acetic acid. The filtrate was concentrated to a syrup which was 
crystallized on treatment tvith ethyl acetate. Yield, 0.9 gm. After re- 
crystallization from ethyl acetate, the substance melted at 119-120°. 

C.HiiONj-CjHaOj. Calculated. C 58.9, H 7.2, N 12.5 

224.2 Found. ” 59.2, “ 7.4, " 12.4 

l-Tyrosylglycinamide Acetate 

1.4 gm. of carbobenzoxy-l-tyrosylglycinamide (1) were hydrogenated in 
methanol containing 0.3 cc. of glacial acetic acid. The filtrate was con- 
centrated to a syrup which was crystallized by careful addition of ethyl 
acetate. Yield, 1.0 gm. The material was reciystallized from methanol- 
ethyl acetate. 

CiiHuOaNj. C2H4O3. Calculated. C 52.5, H 6.4, N 14.1 

297.2 Found. “ 52.5, “ 6.2, “ 14.2 

[al ? = 4-70.9'’ (6% in water) 

149 mg. of this compound were hydrolyzed by chymotrypsin. After 47 
hours the hydrolysis attained 80 per cent splitting of one peptide linkage. 
The enzyme was coagulated by heating to 100° and the filtrate was con- 
centrated to 4 cc. On cooling, the characteristic crystals (32 mg.) of ty- 
rosine were obtained. The material was recrystallized from hot water. 
Calculated for tyrosine, 7.7 per cent NHj-N; found, 7.7 per cent NHs-N. 

l-Phenylalanylglycinaniidc A cctalc 

CaTbobenzozy-l-phenylalanylglycinamidc — 3 gm. of carbobenzo.\y-l- 
phenylalanyl chloride (10) w'ere added to an ethyl acetate solution of gly- 
cinamidc (prepared in the usual manner from 10 gm. of glycinamide hydro- 
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chloride). After 30 minutes the reaction mixture was Sltered. The ethyl 
acetate solution was washed successively nith water, dilute h 5 -drocliloric 
acid, water, dilute bicarbonate, and water. After drjing, the eth}'! acetate 
solution was concentrated in vacuo. Addition of petroleum ether j-ielded 
2.9 gm. of the product. The substance was reciystallized from methanol- 
water. jM.p. 134°. 

CnH-iO^X,. Calculated. C 64.3, H 6.0, N 11.8 
355.4 Found. “ 64.0, “ 6.2, " 11.6 

l-Phenylalanylglyctnamide Acetate — 1.6 gm. of the above carbobenzoxy 
compound were hydrogenated in methanol containing 0.4 cc. of glacial 
acetic acid. On evaporation of the filtrate, crj'stals (1,1 gm.) were ob- 
tained. The substance was reciystallized from methanol-ether. 

CuHi,0,N,.C,H.O.. Calculated. C 55.5, H 6.8, N 14.9 
281.2 Found. “ 55.6, " 7.0, " 14.7 

W? = -1-68.2° (5% in water) 

l-Tyrosyl-l-iyrosinamide Acetate 

Carhobemoxy-l~lyrosyl-l-tyrosinamtde — 2 gm. of the O-acetyl ethyl ester 
(11) were treated with 40 cc. of methanol previously saturated with ammo- 
nia at 0°. The reaction mixture stood at room temperature for 2 days 
and was then concentrated under reduced pressure. Addition of ether- 
petroleum ether yielded 1.4 gm. of the material. M.p. 187-189°. 

CjiHhO.N,. Calculated. C 65.4, H 5.7, X 8.8 

477.6 Found. “ 65.2, " 5.8, " 8.8 

l-Tyrosyl-l-tyrosinamide Acetate — 1 gm. of the carbobenzo.xy eompound 
ivas hydrogenated catalytically in methanol in the presence of 0.15 cc. of 
glacial acetic acid. The filtrate was concentrated and the product was 
crystallized by the addition of ethyl acetate. Yield, 0.7 gm. 

C.,H„ 04 N,-C 5 H, 0 ,. Calculated. C 59.8, H 6.0, N 10.4 

402.4 Found. “ 60.0, " 5.9, " 10.3 

Carbobenzoxy-l-tyrosyl-l-phenylalaninamide 

N-Carbobenzoxy-O-acetyl-l-tyrosyl-l-phenylalam'ne Ethyl Ester— 4.0 gm. of 
N-carbobenzoxy-O-acetyl-Z-tyrosyl chloride (11) were added to an ethyl 
acetate solution of 1-phenylalanine ethyl ester (prepared from 7 gm. of the 
hydrochloride). 1 hour later the mixture was filtered and the filtrate was 
washed successively with water, dilute HCl, water, dilute bicarbonate, and 
water. After drying over Na-SO<, the solution was concentrated and 
petroleum ether was added carefully. 3.6 gm. of a crj'stalline precipitate 
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A\-ere obtained. After recrystallization from ethyl acetate-ether, the melt- 
ing point was 170°. 


CjoHjjOtNj. Calculnted. C 07.7, H 6.1, N 5.3 
532.6 Found. “ 67.6, “ 6.3, “ 5.3 

Carhohenzoxy-l-tyrosyl-l-phenylalaninamidc — 2 gm. of the above ester 
were treated with 40 cc. of methanol previously saturated with dry am- 
monia at 0°. The reaction mixtui-e was left at room temperature for 2 days. 
Crystals were obtained on concentrating the .solution. Yield, l.G gni.; 
m.p. 220°. 


CjsHsiO.Nj. Calculated. C 67.6, H 5.9, N 9,1 

461.6 Found. “ 67.6, “ 6.2, “ 8.9 

Atterapt.s to prepare the corresponding tj'rosylphenylalaninamideacetate 
in crystalline form have been unsucces.sful to date. 

l-Phenylalanyl-l-tyrosinamide 

Carbobenzoxy4-phenylalanyl-l-tyrosine Ethyl Ester — 4.2 gm. of carbo- 
benzoxyphenylalanyl chloride were added to an ethyl acetate solution of 
tyrosine ethyl ester (prepared from 10 gm. of the hydrochloride). After 
30 minutes the mixture was filtered and the filtrate was washed in the usual 
manner. The dry ethyl acetate solution was concentrated to a small 
volume and the product was crystallized by the addition of petroleum ether. 
Yield, 3.0 gm.; m.p. 162°. 

CosHjoOeNj. Calculated. C 68.6, H 6.2, N 5.7 

490.5 Found. “ 68.8, “ 6.3, “ 5.6 

Carbobenzoxy-l~phenylalanyl4-t.yrosinam.ide — 1.5 gm. of the above ester 
were dissolved in 50 cc, of methanol previously saturated with ammonia 
at 0°. After standing 2 days at room temperature, the solution was con- 
centrated, yieldingT.O gm. of the material. M.p. 221°. 

CjsH-tOjNj. Calculated. C 67.6, H 5.9, N 9.1 

461.5 Found. “ 67.6, “ 6.0, “ 9.1 

l-Phcnylalamjl-l-tyrosinainide — 1 gm. of the carbobenzoxy compound was 
hj'drogenated in methanol in the presence of 0.15 cc. of glacial acetic acid. 
The filtrate was evaporated down, yielding a syrup which was dissolved in 
hot water. The addition of n NaOH to pH 7 gave a crystalline precipitate 
which w'as recrystallized from hot water. Yield, 0.4 gm.; m.p. 180°. 

CisHjiOjN,. Calculated. C 66.0, H 6.5, N 12.S 

327.4 Found. “ 65.7, " 6.6, “ 12.7 
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l-PhcnijlaIanyl-l-phenylaIanmamidc 

Carbobcnzoxy-l-phcnylalanyl-l-phcnylalaninc Ethyl Ester — 1.2 gni. of 
carbobenzoxj'-Z-phenylalanyl chloride were added to an ethyl acetate solu- 
tion of 1-phenylalanine ethyl ester (prepared from 10 gm. of the hydro- 
chloride). The mi.xture was worked up in the manner employed in the 
coupling with tyrosine ethyl ester. Yield, 4.3 gm.; m.p. 140°. 

CjsHjoOsN;. Calculated. C 70.7, H 6.4, N 5.9 

474.5 Found. “ 70.9, “ 6.4, “ 5.9 

Carbobenzoxy-l-phcnylalanyl-l-phenylalaninamide — l.G gm. of the above 
ester were dissolved in 50 cc. of methanol previously saturated nith am- 
monia at 0°. The amide crj-stallized out on standing at room temperature 
for 24 hours. Yield, 1.3 gm.; m.p. 230°. 

C.ai,,0,Xi. Calculated. C 70.1, H 6.1, X 9.4 

445.5 Found. “ 70.1, “ 6.0, “ 9.4 

l-Phenylalanyl-l-phcnylalaninamide — 1 gm. of the carbobenzoxy com- 
pound was suspended in methanol and hydrogenated catalj'tically in the 
presence of 0.16 cc. of glacial acetic acid. .\t the end of the hydrogenation 
the carbobenzoxy compound had gone into solution. The filtrate was 
concentrated to a syrup which was dissolved in hot water. The addition 
of N NaOH to pH 7 gave a crystalline precipitate which was recrystallized 
from hot water. Yield, 0.7 gm.; m.p. 138°. 

CuHnOiX,. Calculated. C 69.4, H 6.8, K 13.5 

311,4 Found. “ 69.5, " 6.8, ■' 13.3 

Glycylglycinamide Acetate 

Carbobenzoxyglycylglycinamide — 6 gm. of carbobenzoxyglycjdglycinc 
ethyl ester- (m.p. 82-83°) were dissolved in 50 cc. of methanol premously 
saturated with drj^ ammonia at 0°. After 2 days at room temperature, the 
amide had separated out. Yield, 4.9 gm. After reorystallization from 
methanol the substance melted at 179-181°. 

CiiHisOiJCj. Calculated. C 54.3, H 5.7, X 15.8 

265.2 Found. “ 54.0, “ 5.5, “ 15.7 

Glyajlglycinainide Acetate — 3 gm. of the above amide were hydrogenaled 
m methanol containing 0.65 cc. of glacial acetic acid. On concentration of 
the filtrate, the product separated out. Yield, 1.9 gm. The substance 
was recrj’.stallizc'd fioni methanol-ethyl acetate. 

Caleulaled. (' 37 7, II 6.9, .X 22.0 
191.2 Found. “ 37 .S, " 7.0, “ 22.0 

* This compound was prepared previously by Itinke (12). 



264 


MULTIPLE SPECmCITr OF CHYMOTRYPSIN 


Carhohenzoxrj-l-phcnylalanylglycinc — 1.2 'gm. of carbobenzoxyphenyl- 
alanylglj'-cine ethyl ester (1) were dissolved in 25 cc. of methanol and 3.2 
cc. of N NaOH were added. After 20 minutes the solution was acidified 
with 3.5 cc. of N HCl and the methanol was evaporated off. The resulting 
crj'stals were recrystallized from hot water. Yield, 0.8 gm.; m.p. 152°. 

CuHjoOtNj. Calculated. C 64.0, H 5.7, N 7.9 

356.4 Found. “ 63.8, “ 5.8, “ 7.8 

Amide of S-Benz^jlhydantoin-S-acelic Acid — 4.4 gm. of carbobenzoxy- 
Z-phenylalanylglycine ethyl ester were dissolved in 50 cc. of methanol 
previously saturated vdth ammonia at 0°. After 2 days at room tempera- 
ture, the solution was concentrated to 3 deld a crystalline residue. Yield, 
2.4 gm. After recrystallization from hot water the substance melted at 
218°. Griinacher and Landolt (7) report a melting point of 216-218° for 
this compound. 

C 12 H. 3 O 5 N 5 . Calculated. C 58.2, H 5.3, N 17.0 

247.2 Found. “ 57.9, “ 5.2, “ 16.9 

6-Benzylliydantoin-S-acelic Add — 0.5 gm. of the above compound was 
heated under a reflux with 20 cc. of 10 per cent sulfuric acid for 3 hours. 
On' cooling, crystals separated. Yield, 0.4 gm. After recrystallization 
from hot water, the substance melted at 185-186°. Granacher and Landolt 
(7) report a melting point of 181-183° for this compound. 

Ci,Hi 504 N 2 . Calculated. C 58,0, H 4.9, N 11.3 

248.2 Found. “ 57.9, “ 4.8, “ 11.1 

Enzymatic Studies 

The crystalline chymotrypsin and chj'motiypsinogen were' prepared and 
i-ecrystallized according to the directions of Kunitz and Northrop (13). 
The substrate concentration was 0.05 mM per cc. in the case of the soluble 
compounds. 0.125 mxi of the insoluble substrates was weighed into 2.5 cc. 
volumetric flasks in which the enzymatic hydr'olj'sis was performed. The 
liberated carboxyl groups were measured by the microtitration method of 
Grassmann and Heydc (14). With this method, more precise values arc 
obtained with glyc3d-Z-phenjdalaninamide than wdth the corresponding 
tyrosine compound. Gl3''C3d-Z-phenyIaIaninamide is to be recommended, 
therefore, for quantitative estimation of chymotrypsin activity. The 
ninh 3 'drin method for the determination of free amino acids was applied 
as described by Van Sl 3 'ke and bis collaborators (15). 
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The effect of lactose on the absorption and retention of calcium has been 
the subject of numerous investigations. Dragstedt and Peacock (1) 
showed that the onset of tetany in thyroparathyroidectomized dogs could 
be prevented by the oral administration of diets high in lactose. In similar 
experiments Inouye (2) confirmed these findings and noted that none of the 
other common sugars with the exception of galactose was effective. Since 
parenteral administration of lactose and galactose did not prevent tetany 
in these animals, it appeared that the site of action of lactose and galactose 
was in the alimentary tract. Inouye postulated that the metabolism of 
lactose was interrelated in some way with that of calcium, since the serum 
calcium levels of the experimental dogs which received lactose or galactose 
after the removal of the parathyroids did not drop as much as those of par- 
athyroidectomized animals which had not received these sugars. Bergeim 
(3) reported that the absorption of calcium of rachitic rats was greater if 
lactose was fed at a 25 per cent level than if similar rats were fed other 
common sugars at the same level! The increased calcium absorption was 
ascribed to a higher intestinal acidity associated with lactic acid formation 
by bacterial enzymes. This phase of the subject has been adequately re- 
viewed and subjected to further study by Robinson and his coworkers 
(4, 5). Their work has demonstrated that the influence of lactose on the 
absorption of calcium from the intestine is modified both by the compo-sition 
of the diet to which the lactose has been added and the nature of the ad- 
ministered calcium salt. Robinson, Stewart, and Luckey (6) have studied 
the absorption of calcium, supplied as calcium lactate and calcium chloride, 
from Thiry-Vella loops in dogs and have demonstrated that although an 
acid pH (4.3 to 4.4) was favorable for the absorption of calcium adminis- 
tered as a solution of calcium chloride, the same pH was unfavorable for 
the absorption of calcium administered as a solution of calcium lactate. 
Their experiments have also shown that the pH of an acid or an alkaline 
solution is in most cases rather rapidly readjusted to a pH which is normal 
for the intestinal contents of that particular intestinal segment. It seems 
improbable from a consideration of these data that the favorable effect of 
lactose on calcium metabolism can be explained by the production of an 
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acid medium in the gut. There is neverthele-ss sufficient evidence that the 
inclusion of relatively high levels of lactose in the diet does increase the 
retention of calcium (7, 8). The mechanism, however, by which this 
effect of lactose is achieved is still obscure. 

So far as the authors are aware, no attempt has been made to study the 
influence of lactose or its hydrolysis products upon the rate of disappearance 
of calcium from the intestinal tract of an intact animal by the determination 
of the residual calcium at a given intei-val following the administration of 
a definite quantity of calcium by stomach catheter (Cori technique). It 
is the purpose of these experiments to utilize this method to study the 
influence of lactose and its hydrolysis products, glucose and galactose, on 
calcium absorption. 


EXPERIMENTAL 

Young male rats Avere fed a low calcium diet (15 per cent casein, 58 per 
cent starch, 23 per cent Crisco, 2 per cent agar, and a 2 per cent calcium-free 
salt mixture^} for a period of 5 to 13 days. This diet is essentially the same 
as that used by Adolph and Liang (9) in their investigation on the excretion 
of parenterally administered calcium into the gastrointestinal tract. After 
several days on such a diet the calcium content of the gastrointestinal tract 
is loAV and rather unifoi-m in amount. In some e,xperiments this diet was 
modified by the replacement of a portion of the starch by glucose or lactose. 
After the rats had been fed on the Ioav calcium diet for at least 5 days, they 
were fasted for 24 hours previous to the administration of definite, analyzed 
quantities of calcium lactate by stomach tube. 3 hours later the animals 
were anesthetized with chlorofonn and the entii’e gastrointestinal tract was 
removed for analysis. After the material Avas dried in an oven at 90-100 
for 24 hours, the residue Avas quantitatively transferred to platinum cru- 
cibles and ashed in a muffle furnace at 500-550°. The ash Avas dissolved 
in the minimum volume of 6 n hydrochloric acid and analyzed for calcium 
by the method of Wang (10). A series of thirteen rats Aveighing from 
110 to 150 gm. Avas fed the calcium-free diet for a period of 5 days. After a 
24 hour fast these rats Avere killed and the entire gastrointestinal tract Avas 
analyzed for calcium by the above procedure. The individual analyses 
ranged from 1.45 to 4.86 mg. of calcium per rat, but 80 per cent of these 
values Avas betAA'cen 2 and 4 mg., Avith a mean value of 2.87 mg, of calcium. 
These blank values are somewhat higher than those presented by Adolph 
and Liang, .since the calcium contained in the gut Avail is included in the 
present values, Avhile their determinations Avere made on intestinal wash- 
ings. In subsequent calculations of the rate of absorption of calcium a 

* Ca-free salt ini.\turc (Adolph, W H., Wang, C. JI., and Smith, A. H., J. Nu- 
trition, 16 , 291 ( 1938 )). 
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rorrection for this blank value of 2 S7 mg has been made. As presented in 
Table I, the absorption of calcium has been calculated both as mg. per 
rat per hour and as mg. per 100 gm. of rat per hour (absorption coeffi- 
cient). 


DISCUSSION 

An inspection of Table I indicates that in general the rate of absorption 
of calcium increases progressivelj' nith the concentration of the adminis- 


Tabli. I 

Calcium Absorption in Albino Rat Following Oral Administration of Calcium Lactate 


The figures in parentheses are the values for the indindual rats. 


Gronp 

Xo o| 


fed 

' Calcitmi contained 1 

1 Calcium absorbed 




.n- 1 

1 

Per rat per hr 

Per 100 gm rat per hr 

I 

3 

Xm 

lIS-133 

«x. 

8 5 

I 

1 

nx 

1 H (0 87-1 5S) 

nt, 

0 92 (0 66-1 34) 

2 

5 

112-129 

9 4 

fVater j 

1 26 (0 76-1 58) 

1 06 (0 59-1 41) 

3 

4 

132-150 

15 1 

5% lactose 

2 81 (2 62-3 03) 

2 05 (1 75-2 26) 

4 

4 

101-130 

15 5 

Water 

2 86 (2 42-3 23) 

2 45 (1 9S-2 62) 

5 

S 

! 114-131 

IS 3 

5% galactose , 

3 02 (2 75-3 73) 

2 44 (2 10-3 27) 

6 

6 

121-133 

18 5 

5% lactose j 

2 46 (1 18-3 05) 

1 96 (0 91-2 40) 

7 

5 

110-118 

19 9 

Water | 

3 53 (2 73-3 83) 

3 09 (2.31-3 39) 

8 

5 

109-117 

19 9t 

K 1 

3 18 (2 80-3 59) 

2 82 (2 54-3.29) 

9 

4 

92-101 

20 6 

5% galactose , 

, 3 85 (3 11-4 41) 

3 97 (3 38-4 37) 

10 

4 

96-102 

20 6 

5% glucose 

1 3 82 (3 36-4 56) 

3 64 (3 46-3 94) 

11 

2 

100-102 

21 0 i 

Water 

1 3 65 (3 44-3 85) 

3 61 (3 37-3 85) 

12 

6 

89-101 

23 Ot 


3 62 (2 76-5 09) 

3 94 (3 12-5 05) 

13 

3 

77- 93 

23 Ot 


, 4 38 (4 22-4 66) 

5 06 (4 53-5 52) 

14 

6 

117-126 

26 5 

1 20% lactose 

' 2 96 (2 OS-4 28) 

2 43 (1 76-3 38) 


* The ealcium laetate was administered in everj- case in a volume of 2 cc of fluid 
1 20 per cent glucose replaced 20 per cent of the starch in the basal diet of the rats 
in Groups 8 and 13 

J 20 per cent lactose replaced 20 per cent of the starch in the basal diet of the rats 
of Group 12 


tered calcium lactate. If the average absorption in mg. of calcium per rat 
per hour for each group is plotted against the mg. of calcium fed, most of the 
points fall rather close to a line which represents the absorption of 1 mg. 
of calcium per hour for each 5.8 mg of calcium fed. It is to be noted that 
the absorption of calcium m the rats of Groups 3, 5, 6, 9, and 10, which 
have received the calcium lactate in 5 per cent solutions of various sugars, 
IS approvimately the same as that in rats which have been given similar 
amounts of calcium lactate in water solution. This is well illustrated by 
Groups 3 and 4, which received 15.1 and 15.5 mg. of calcium, respectively. 
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The calcium absorption per hour for the former group, which had received 
the calcium lactate in 5 per cent lactose solution, was 2.81 mg., as compared 
to 2.86 mg. for the latter group, receiving essentially the same amount of 
calcium lactate in water solution. Tlie rate of absorption of calcium for the 
rats of Group 6, which were given the calcium lactate in lactosesolution, 
appears to be less than would be predicted for this level of calcium intake. 
This is due to the abnormally low calcium absorption of one rat (1.18 mg, 
of calcium per hour). If this value is discarded, the average calcium ab- 
sorption per hour for the remaining five rats is 2.8 mg. 

Since Nalder (11) has shorvn that lactose is rapidly hydrolyzed to gluco'^c 
and galactose in the intestine of the rat, the effect of the presence of these 
sugars upon calcium absorption was included in the present study. As- 
suming that the average absorption is 1 mg. of calcium per hour for each 5.8 
mg. of calcium fed, the rats of Group 5, which received 18.3 mg. of calcium 
in 5 per cent galactose, should have absorbed 3.26 mg. of calcium. Thi.s 
compares favorably with the average value of 3.02 mg, experimentally ob- 
tained for this series of animals. Calculated in the same manner the 
theoretical hourly absorption by the rats of Group 9 (calcium administered 
in 5 per cent galactose) and of Group 10 (calcium administered in 5 per cent 
glucose) should be 3.55 mg. The calcium absorptions recorded in Table I 
for these two groups of rats (3.85 and 3.82 mg. of calcium, respectively, per 
hour) are well within the experimental error of this type of procedure. Two 
rats in a control group (Group 11) which received a comparable amount 
of calcium lactate in water solution absorbed approximately the same 
amount of calcium per hour as the rats of Groups 9 and 10. 

In the earlier experiments, previously cited (7, 8), in which lactose wa.s 
sho^vn to have a favorable influence on calcium retention, this sugar Avas 
usually present in relatively large amounts (25 to 40 per cent of the diet). 
In the present experiments, six rats (Group 14) were given 26.5 mg. of 
calcium as calcium lactate in 20 per cent lactose solution. The average 
calcium absorption for this group of rats is 2.96 mg. per hour, which is 
much loss than expected for this calcium intake. Unfortunately there is 
no control group which received an equal amount of calcium lactate m 
water solution, but the rats in Groups 11, 12, and 13, receiving smaller 
amounts of calcium lactate in water solution, absorbed a greater amount of 
calcium. In any case, it may be definitely stated that the presence of lac- 
tose in higher concentration did not result in a more rapid absorption of 
calcium. 

In order to determine whether the feeding of lactose over a longer period 
of time would alter conditions in the intestine, so that the absorption of 
calcium would be facilitated, one group of rats (Group 12) was fed for lO 
days on a diet in which 20 per cent of the starch of the basal diet was re 
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placed by lactose. The calcium absoiption for thi.« group of rats Mas 
actually about 10 per cent louor than the amount which might have been 
expected on the basis of the amount administered. Two groups of rat.s 
(Groups 8 and 13) were fed a diet in which 20 per cent of the starch in the 
basal diet was replaced by glucose. The amount of calcium absorbed per 
hour after the administration of calcium lactate in water solution was 
slightly less than the calculated amount for the rats of Group 8, and slightly 
more than the calculated amount for the rats of Group 13. 

Xordbo (12) has called attention to the fact that lactose forms an un- 
ionized calcium complex and suggested that by the formation of such a .salt 
the risk of calcium precipitation in the intestine as the insoluble calcium 
phosphate is decreased. The present data, however, do not support the 
view that the presence of moderate amounts of lactose in the gut facilitates 
the absorption of calcium. 5 per cent solutions of tbe sugars were chosen 
for the present study, since this concentration is approximate^' that of 
lactose in milk. 


SUXtMARY 

A simple direct method for the study of the rate of absorption of calcium 
from the gut of the albino rat is presented. The rate of absorption of the 
calcium administered orally as calcium lactate has been studied. Under 
the conditions of these experiments, the presence of lactose or its hydrolysis 
products, glucose and galactose, did not increase the rate of calcium ab- 
sorption. In higher concentration, lactose apparently inhibited calcium 
absorption. 
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(Received for publication, July 18, 1942) 

Most of the experimental work concerning the mechanism of melanin 
production in mammals indicates that the pigment is formed from the 
amino acid, dihydroxi’phenylalanine (dopa), by the action of a specific 
oxidative enzyme. The evidence for this reaction has in large part been 
presented by Bloch (1), whose e.xperlments were confirmed by Laidlaw 
and others (2). Bloch treated frozen sections of skin with a 1 per cent 
aqueous solution of dihydroxj'phenylalanine buffered at pH 7.4, and over 
a period of 24 hours noted the appearance of a dark pigment in the cyto- 
plasm of the melanoblasts. The reaction was inhibited by cyanide ion 
and by heat and failed to occur with a number of other substrates, includ- 
ing tyrosme. Bloch concluded that a specific enzjune, which he named 
dopa oxidase, is responsible for the formation of melanin. 

Although several tjTOsine-oxjdizing enzjTnes have been extracted from 
certain plants and insects, there is no conclusive e^ddence for the e.xistence 
of a mammalian tyrosinase. A number of attempts to demonstrate this 
enzyme in extracts of mammalian sldn bj* means of a color reaction have 
been made, but the results are contradictoiy and inconclusive (3-9). 
Color reactions with dihydroxyphenylalaninc have iLSuall 3 - been obtained 
■with such e.xtracts, but the amount of dopa oxidase extractable is appar- 
entlj' very small. It seems evddent, therefore, that normal pigmented 
tissues do not proidde a rich enough source for any detailed studj' of this 
enzyme system. 

The melanoma, a tumor composed chieflj- of melanin-producing cells, 
might be e.xpected to provide a richer source of the enz^-me. Several 
experiments (10, 11) have indicated that extracts of melanomata possess 
activity against catechol derivatives, but the presence of tjTOsinase has 
not been proved. The melanoma which we have utilized arose sponta- 
neously in the skin of the ear of a chocolate-bro-wn mouse and was reported 
bj’ Harding and Passey in 1930 (12). It was found to be easilj' trans- 
plantable to mice of all colors, including albinos, and it has been carried 
for a number of j'ears in the Rockefeller Institute strain of albino mice. 
Although slow growing, the neoplasm attains a relativety enormous size, 
often as much as one-third that of its host, in about 3 months. Grossly, 
it is a soft, encapsulated, jet-black nodule. AEcroscopically, it is made 
up of two Cellular elements, one a cuboidal cell containing a relativety 
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small amount of pigment and comprising the bulk of the tumor, and the 
other a large cell which is loaded mth pigment, seems to lie in the inter- 
stices, and is probably a macrophage. 

EXPERIMENTAL 

As a prospective source of melanin-producing enzymes, the transplant- 
able melanoma is ideal, both because of its uniformity and because of the 
fact that it can be grown in theoretically unlimited quantity. It therefore 
seemed feasible to test its enzymatic activity. Accordingl}^ a tumor was 
removed, ground thoroughly with sand, and made into a thin brei with 
saline. The substrates f-phensdalanine, f-tyrosine, and Z-dih 3 'droxyphenyl- 
alanine were added to the brei in the Warburg apparatus and the oxygen up- 



Fig. 1. The oxidation of tyrosine and dihydroxyplienylalanine by tumor brei. 
Each flask contained 2.5 cc. of tumor brei or the equivalent of 0.5 gm. of tumor. 
Curve 1, tyrosine 1.0 mg., pH 7.4; Curve 2, dihydro.xyphenylalanine 1.0 mg., ph 
6.5; Curve 3, phenylalanine 1.0 mg., control, pH 7.4; Curve 4, control, pH 6.5. 

take measured. The temperature was maintained at 38°. When dihy- 
droxyphenylalanine was the substrate, a phosphate buffer at pH 6.5 was 
used, because this amino acid undergoes appreciable autoxidation at 
physiological pH. With the remaining substrates, a buffer at pH 7.4 was 
employed. 

As can be seen in Fig. 1, no o.xidation of phenylalanine occurred. This 
has been the case in several other experiments lasting as long as 8 hours. 
Both tj'rosine and dihydroxyphenydalanine underwent vigorous oxidation 
in the presence of the tumor brei. TiTien the o.xygen absorption ceased, 
the samples were removed and centrifuged. The supernatant fluids from the 
phenylalanine and control samples were light tan in color; those from thr 
tyrosine and dihydroxyphenydalanine .samples were quite black, indicating 
that melanin was produced. 
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Since the tissue siispension failed to catalj'ze the oxidation of phenylala- 
nine, it seemed probable that we were not dealing with an amino acid oxi- 
dase or amine oxidase, but rather with a phenolic oxidase. The melanoma 
brei posse.ssed a considerable o.xj’gen absorption in the absence of added 
substrate; consequently, fractionation and partial purification were desir- 
able before further study of the properties of the enzyme n-as undertaken. 
The degree of enzjTne acti\-ity during the fractionation procedure was 
followed by the establishment of a convenient acti^•ity unit, which was de- 
fined as that amount of enzjTne required to catalyze the absorption of 1 
c.mm. of oxj'gen per minute by 1 mg. of appropriate substrate. 

Fradionaiion — ^Trial experiments indicated that, upon centrifugation of 
the melanoma brei at 20,000 n.p.jr. for 10 minutes, most of the enzjTne 
acti\'itj' remained in solution, the insoluble tissue debris being relatively 
inactive. Neither dialj-sis nor precipitation by the addition of ammonium 
sulfate caused destruction of the enzjTne. 

On the basis of the trial e.xperiments, the fractionation procedure out- 
lined in the accompanjnng diagram was adopted. The fraction insoluble 
Fractionation of Melanoma Oxidases 

70 gin. melanoma ground with sond and Ringer’s solution, 65 units tyrosinase, 
225 units dopa oxidase (centrifuge) 

i ^ ; 

Insoluble material Solution 

20 units tyrosinase 60 units tyrosinase 

20 units dopa oxidase 195 units dopa oxidase 

(} saturated (NHjIjSOi) 

Ppt.* Solution 

55 units tyrosinase i 

38 units dopa o.xidase 

I (i saturated {KH 4 )jS 04 ) 

Ppt. Supernatant 

No tyrosinase Inactive 

65 units dopa oxidase 

I (repeat (NHJjSOj fractionation) 

Solutionf 

No tyrosinase 

90 units dopa oxidase 

* Tyrosinase fraction, 
t Dopa oxidase fraction. 

in one-third saturated ammonium sulfate contained all of the tj-rosinase 
but relativelj’ little of the dopa oxidase activitj*. This precipitate could not 
be rcdissolved and retained a residuum of auto.xidation even after dialj-sis. 
It will be referred to as the tjTosinase fraction. 
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The fraction soluble in one-third saturated amiuonium sulfate contained 
40 per cent of the dopa oxidase activity of the original tissue, but no tyrosin- 
ase. It was completely soluble in water and rather deeply pigmented. A 
10-fold purification was attained, since this fraction showed 160 units of 
activity per gm. of dry weight, whereas the original tumor brei contained 
only 16 units per gm. of dry weight. This enzyme preparation, the dopa 
oxidase fraction, maintained its activity for more than 2 weeks. 

Properties of the Dopa Oxidase Fraction — In Fig. 2 the rate of oxidation 
of 1 mg. of dihydroxyphenylalanine, catalyzed by var3ang amounts of the 
dopa o.xidase fraction, is indicated. The maximum reaction velocity is 
proportional to the amount of enzyme added. When relatively large 
amounts of the enzyme are present, the rate of oxidation falls off sharply, 



indicating exhaustion of substrate, since the rapid uptake of oxygen was 
resumed when more dopa was added. The total oxygen uptake after com- 
pletion of the reaction approximates 4 atoms of oxygen per molecule of 
dopa added as substrate. The end-product of the oxidation of dopa by the 
melanoma oxidase is the insoluble black pigment, melanin. 

The catalytic activity of the dopa oxidase fraction was destroyed by 
heating for 10 minutes at 100° and was completely inhibited by 0.001 if 
cyanide ion. The activity was lost at pH 4, much reduced at pH 0, and 
appeared to be maxamum between pH 7 and 8. It should be noted that 
autoxidation of dopa becomes an important factor in alkaline solution. 

The dopa oxidase fraction is apparently very highly specific for dihy- 
droxjrphenylalanine. At the concentration of enzyme available, it was 
completely unable to catalyze the oxidation of tyrosine, hydroquinonc, 
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p-bcnzylhydroquinone, and p-cresol. Catechol was oxidized at one- 
seventh and adrenalin at one-eighth the rate of dopa. 

Properties of the Tyrosinase Fraction — Investigation of the tyrosinase 
fraction has been less satisfactory, since there is relatively little tyrosinase 
present in the tumor and since the fractionation procedure apparently ren- 
dered the tjTOsinase insoluble. This fraction contained the bulk of the 
originally water-soluble proteins and still absorbed a small amount of 
oxj'gen in the absence of substrate. It was possible to demonstrate, how- 
ever, that the melanoma tyrosinase catalyzed the aerobic oxidation of tjro- 
■sine to melanin with the absorption of 5 atoms of o.xj'-gen per molecule of 
substrate. 

The catalytic activit3' of the tjroainase fraction was destroj’ed bj' boiling 
and completel3' inhibited by 0.01 M but not inhibited b3’ 0.001 m KCN. 

This t3TOsinase at the concentration available failed to o.xidize phenol, 
h3’droquinone, and p-cresol. The further inve.stigation of its properties 
must wait until a relatively large quantity of melanoma is available. 

Effect of p-Benzylhydroguinone on Melanoma Tyrosinase and Dopa Oxi- 
dase — An occupational leucoderma investigated by Schnartz, Oliver, and 
Warren ( 13 ) was found by these authors to be due to the action of mono- 
benzylh3’droquinone on the melanoblasts of the skin. Peck and Sobotka 
( 14 ) found that the action of potato oxidase on tyrosine and dopa is inter- 
rupted by this substance at a stage prior to the formation of melanin. 
When melanoma dopa oxidase is the catalyst, the addition of moDobenz3'l- 
hydroquinone to the dopa solution greatl3' slows the rate of oxidation, the 
final product formed being a soluble red pigment rather than the insoluble 
black melanin otherwise produced. Monobenz3'lh3’droquinone complete^ 
inhibits the oxidation of t3rosine by the t3TOsinase fraction, no ox3’gen being 
absorbed. Mushroom t3'rosinase, on the contrar3', oxidizes monobenzyl- 
hydroquinone itself to a red pigment. Our results in general agree nrth 
those of Peck and Sobotka ( 14 ) and confirm their e.xplanation of the rela- 
tionship between monobenzylh3'droqiunone and leucoderma. 

DISCUSSION 

In many respects, the melanoma t3TOsinase and dopa o.xidase show con- 
siderable similarity to the t 3 Tostnases isolated from plants and insects. 
The absorption of 5 and 4 atoms of o.x3'gen per molecule of t3rosinc and 
dopa re.spectivel3' has been shoivn b3' Duliere and Paper ( 15 ) to occur when 
these substances are oxidized to melanin in the presence of meal worm 
tyrosinase. Tliis finding has been repeatedh- confirmed uith the use of 
t3Tosinases from such sources as mushrooms and potatoes. The loss of 
activity with heat and marked reduction of activit3' in slightl3" acid solution 
arc properties common to all known tyrosinases. The sensitivit3- of the 
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melanoma enzymes to cyanide ion indicates that they are iron- or copper- 
containing catalysts. All the phenolic oxidases are inactivated by cyanide, 
and those which have been sufficiently purified have been proved to be 
copper proteins. 

The apparent high specificity of the two fractions is of interest, however, 
in that it contrasts sharply with the broad specificity of tyrosinases from 
other sources. The melanoma dopa o.xidase, for example, failed to catalyze 
the oxidation of tyrosine, p-benzylhydroquinone, and p-cresol and pro- 
moted the oxidation of catechol and adrenalin at very slow rates. Mush- 
room tyrosinase, on the other hand, not only o.xidizes all of these com- 
pounds, but o.xidizes catechol twdce as rapidly as it does dopa. The high 
specificity of the dopa oxidase fraction confirms the findings of Bloch. 

It does not necessarily follow from our experiments that these enzymes 
extracted from a tumor occur in a normal melanoblast. The fact remains, 
however, that no enzyme system peculiar to tumor has thus far been demon- 
strated, and until such a discovery is made, we are probably safe in assum- 
ing that the production of melanin by this tumor cell is a normal mechanism. 
The advantages of the transplantable melanoma which is made up essen- 
tially of a single cell ty'^pe, the tumor melanoblast, as a source of enzyme 
are obvious. It seems conceivable that other neoplasms possessing active 
and specialized enzymatic function could be utilized in similar studies of 
other enzynne systems. 


SUMMARY 

The above e.xperiments demonstrate conclusively^ that a mouse tumor, 
which in all probability arose from the skin melanoblast, contains extract- 
able enzymes which catalyze the o-xidation of both tyrosine and dihy'droxy- 
phenylalanine to melanin. The presence of one of these enzymes, dopa 
oxidase, has been demonstrated by Bloch to occur in normal mammalian 
skin, but not in sufficient quantity to allow a detailed study^ of its proper- 
ties. The other enzyme, a tyrosinase, has not previously been clearly 
shorvn to occur in mammalian tissue, 
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THE EFFECT OP ANAEROBIC CONDITIONS AND RESPIRATORY 

INHIBITORS ON THE IN ^^TRO PHOSPHOLIPID FORMA- 
TION IN LRTER AND KIDNEY WITH RADIOACTHT: 
PHOSPHORUS AS INDICATOR 

By ALVIN TAUROG, I. L. CHAUCOFF, and I. PERLMAN 
(From the Division of Physiology, University of California Medical School, Berkeley) 

(Received for publication, June S, 1942) 

In a pretnous communication from tliis laboratoiy tlie formation of 
phospholipid by survitdng liver slices was demonstrated with the aid of 
radioactive phosphorus (1). Thin slices of rat liver were suspended in a 
bicarbonate-Ringer’s solution medium containing labeled inorganic phos- 
phorus; at the end of 1 or 2 hours it was found that the phospholipid isolated 
from the mixture contained appreciable amounts of radioactive phosphorus. 
Evidence was presented to show that this P’= was lipoid phosphorus and not 
inorganic phosphorus. Although new phospholipid was being formed dur- 
ing the course of the experiment, the net effect was a decrease in the total 
quantity of phospholipid present. No formation of phospholipid was de- 
tected in liver preparations in which tis.sue organization had been disrupted 
by mincing or homogenizing. 

The linkages in the phospholipid molecule are such that the hydrolysis 
of this molecule would be expected to occur with a decrease in free energj'. 
The hydrolysis of the phosphate-alcohol bond in glj'cerol phosphate has 
been shown to havea AF® value of —2280 calories (2, 3), and the value for the 
hydrolysis of a similar bond in the phospholipid molecule w’ould not be 
expected to differ greatly. There are two alcohol-phosphate bonds (both 
involving the same P atom) in the phospholipid molecule; hence the AF° 
for the hydrolysis of the phospholipid molecule to inorganic phosphate 
would be expected to be at least about —5000 calories. In applying these 
considerations to the conditions in the tissue slice, it should be noted that 
the system is heterogeneous and one in which the concentrations of the 
various components involved in phospholipid formation are unknowm. 
However, even under the conditions of the tissue slice, it is verj' likely that 
the hydrolysis of phospholipid to inorganic phosphate proceeds with an ap- 
preciable decrease in free energj' and that the tendency of the reaction is far 
in the direction of hydrolysis. It is not surprising, therefore, that in the e.x- 
periments carried out here there is a decrease in total phospholipid during 
the course of a run. Moreover, it would be e,xpected that the formation of 
phospholipid from inorganic phosphate would be an energj’-consuming 
reaction. Hence, in the synthesis of phospholipid from inorganic phos- 
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phatp, coupling with energy-producing reactions should be suspected. The 
experimental evidence cited below suggests that such coupling actually 
exists. Anaerobic conditions and the respiratory inhibitors, cyanide, 
sulfide, azide, and carbon monoxide, were all found to inhibit the incorpora- 
tion of radioactive inorganic phosphate into phospholipid. 

Ejfect of Anaerobic Conditions — The effects of anaerobiosis on pho.s- 
pholipid synthesis arc recorded in Table I. In both liver and kidney slices 
it is evident that phospholipid formation is greatly impaired in the absence 
of oxy^gen. In most cases the formation was inhibited to the extent of 90 
per cent. The .slight formation of phospholipid that did occur in the ab- 
sence of oxygen was not negligible and was well outside the range of c.x- 
perimental error. Horvever, this small residual synthesis of phospholipid 


Table I 

Effect of Anaerobic Conditions on Phospholipid Formation 





Per cent of added P** recovered as phospholipid 
per gm. tissue 


Rat No. 

Tissue 

Period of 
incubation 

Control, 
oxygen present 

Anaerobic conditions 

Per cent 
inhibition 




Wet 

weight 

Dry 

weight 

Wet 

weight 

Dry 

weight 


1 

Liver 

hrs. 

4 

9.2 

40 

0.60 

2.6 

93 

2 

it 

4 

6.5 

29 

0.53 

2.3 

92 

3 

H 

2 

3.2 

14 

0.44 

1.9 

86 

4 

it 

2 

3.8 

17 

0.21 

0.92 

94 

5 

Kidney 

4 

4.7 

26 

0.058 

0.32 

99 

6 

(i 

4 

3.4 

19 

0.41 

2.3 

88 

7 

it 

2 

3.3 

18 

0.17 

0.95 

95 

8 

ti 

2 

3.5 

20 

0.80 

4.5 



should not be ascribed to a non-oxygen-utilizing system, bocau.se tlic 
presence of minute amounts of oxygen in the tissue slice oi- in the gas mi.v- 
turc was not ruled out. 

Effect of Cyanide — The. influence of various concentrations of NaCN on 
phospholipid formation is recorded in Table II. Phospholipid formation in 
sundving liver and kidney slices is extremely sensitive to the pi-csence of 
NaCN. Concentrations as low as 0.001 jm NaCN inhibited the formation 
in liver slices to the extent of about 90 per cent. 

It has been pointed out above that, although pbo.spholijjid .symthesis can 
be detected in liver slice.s suspended in tin* l)ieail)onate-Ring(‘i'’s .solution, 
the net. effect during tin* course of a run is a decrease in tlie total pho.s- 
pholipid. A lo.ss in phospholipid cun be shown in two- ways; (1) by the 
determination of the total phospholipid per gm. of slice before and at the 
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end of a run; (2) by the use of slices from a rat that had received an injec- 
tion of radioactive Xa-HPOi several hours prior to cxeision of the liver; 
these slicas contained preformed radioacti^-e phospholipid and the differ- 
ence in the amounts of radiophospholipid present before and at the end of a 
run is also a measure of phospholipid breakdown. Both methods have 
been used to measure the decomposition of phospholipid in slices prepared 
from a .single liver (1). 

The effects of cyanide on both types of decomposition were investigated 
in the present study. The results are recorded in Table III. Cyanide did 


T.\ble II 

Effect of Cyanide on Phospholipid Formation (Period of Incubation S Hours) 



. 


Per cent of added P® feco\’ered as phospholipid 
per gm. tissue 


Rat No. 

Tissue 

Concentra- 

tion 

of cj-anide 

Contro1» 
cyanide absent 

Cyanide present 

Per cent 
inhibition 




Wet 

weight I 

Dry 

wti^t 

Wet 

weight 

Dr>' 

weight 




it 

1 


t 



1 

Liver 

0.03 

1.6 

7.0 

0.065 

0.29 

96 

2 

“ 

0.03 

2.4 

11 

0.011 

0.048 

100 

3 


0.01 

1.7 

7.5 

0.098 

0.43 

94 

4 


0.01 

2.2 

9.7 

0.015 

0.066 

99 

5 

<< 

0.01 

2.2 

9.7 

0.057 

0.25 

97 

6 

tt 

0.01 

2.2 

9.7 

0.29 

1.3 

87 

7 

tt 

0.01 

3.0 

13 

0.14 

0.62 

95 

8 

tt 

0.005 



0.054 

0.24 


9 


0.003 

i 

9.2 

0.24 

1.1 

89 

10 

tt 

0.003 

! 2.9 

13 

0.25 

1.1 

92 

11 

ft 

0.001 

1 3 2 

14 

0.32 

1.4 

90 

11 

tt 

0.001 

1 3.2 

14 

0.39 

1.7 

88 

12 

Kidney 

0.01 

2.3 

13 

0.00 

0.00 

100 

13 

I « 

0.01 

1 1.9 

11 

0.00 

0.00 

100 

14 

1 " 

0.005 

1 1.8 

10 

0.00 

0.00 

100 

15 

i “ 

0.005 

1 1,0 

8.4 

0.00 

0.00 

100 


interfere wth the breakdomr of phospholipid in liver slices that were 
suspended for 3 hours in the bicarbonate-Ringer’s solution. It is thus evi- 
dent that in doses that inhibited lipid phosphoiylation in liver slices cyanide 
had no effect on phospholipid decomposition. 

Effect of Sulfide — The effect of different concentrations of H:S on phos- 
pholipid formation is shor\Ti in Table R'. It is evident that H:S is practi- 
cally as powerful as cyanide in inhibiting lipid phosphorj-lation in liver and 
kidney slices. The degree of inhibition averaged 90 per cent in the ca.«e of 
liver slices; kidney slices appeared to be more sensitive than liver. 
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Effect of Azide — The effect of 0.005 m sodium azide (NaNj) on phospho- 
lipid formation is recorded in Table V. The inhibitory effect is definite, 
but considerable variation was observed in the degree of inhibition. This 
varied from 35 (o 95 per cent in liver and from 53 to 95 per cent in kidney. 


Table III 

Effect of Cyanide on Decomposition of Phospholipid in Liver Slices 


Experiment No. 

^ Method of measuring phospholipid decomposition I 

Per cent decomposition in 3 hrs 



1* 

Radiophospholipidf 

1 

14 1 

25 


Total phosphoHpidf 

22 

26 

2* 

Radiophospholipid 

14 

19 


Total phospholipid 

19’ 

21 

3§ 

Radiophospholipid 

21 

28 


Total phospholipid 

20 

28 

4§ ; 

Radiophospholipid 

24 

24 

i 

Total phospholipid 

21 

29 


* Slices prepared from the same liver. 

t As measured by loss of initially present radiophospholipid, 
t As measured by loss of initially present total phospholipid. 
§ Slices prepared from the same liver. 

Table IV 


Effect of Sulfide on Phospholipid Formation (Period of Incubation £ Hours) 



1 

Saturated 

Per cent of added P** recovered as phospholipid 

per gm. tissue i 

Per cent 
inhibition 

Rat No. 

Tissue 

HtS solution 
added to 
bath 

Control, HtS absent 

j HiS present 



Wet 

weight 

Dry 

weight 

Wet 

weight 

Dry 

weight 


1 

Liver 


2.5 j 

11 

m 

n 

91 

2 

tl 


2.1 j 

9.2 


■il 

89 

3 

il 

0.10 

2.0 

8.8 

1 0.21 


90 

4 

Kidney j 

0.60 

2.0 

11 

1 0.00 

1 0.00 

100 

5 

<1 1 

0,25 

2.0 

11 

0.00 

0.00 

100 

« 1 

tt 1 

0.10 

2.3 

13 

0.04 

0.22 

98 


The inhibitory effect of azide under the present conditions was not as pro- 
nounced as that of cy^anide or HsS. 

Effect of Carbon Monoxide — The classical e.xperiments of Warburg (4) 
on the influence of carbon mono.xide on respiration suggested its use here. 
The first e.xperiment was carried out with a gas mixture containing 80 per 
rent CO, 19 per cent O 2 , and 1 per cent CO 2 ; t.c., a carbon monoxide-oxygen 
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Table V 

Effect of 0.00S It Azide on Phospholipid Formation {Period of Incubation S Sours) 


Rat No. 

Tissue 

Per cent of added P® rectrvcred as phospholipid 
perpn. tissue 

Per cent 
inhibition 

Control, azide absent 

Aiide present 

Wet 

weight 

Dry 

weight 

Wet 

weight 

Dry 

Weight 

1 

liver 

4.S 

21 

0.99 

4.4 

79 

2 

tt 

5.S 

26 

0.31 

1.4 

95 

3 

i€ 

2.5 

11 

0.87 

3.8 

65 

4 


1.7 

7.5 

1.1 

4.8 

35 

5 

<C 

4.8 

21 

0.61 

2.7 

87 

6 

(( 

4.8 

21 

0.73 

3.2 

So 

7 

It 

2.9 

13 

0.38 

1.7 

87 

8 

Kidney 

3.5 

20 

0.28 

1.6 

92 

9 


3.9 

22 

0.38 

2.1 

90 

10 

it 

1.9 

11 


5.0 

53 

11 

tt 

1.7 

9.5 

0.71 

4.0 

58 

12 

t< 

5.0 

28 

0.27 

1.5 

95 


Table VI 


Effect of Carbon ilonoxide on Phospholipid Formation {Period of Incubation 8 Sours) 




Percent cossposition of gas cuztore above 
radioactive Ringer's bath* 

Per cent of added recovered as 

phospholipid per gm. tissue 


Rat 

No. 

Tissue 

Control, CO absent 

CO present 

Control, CO 
absent 

CO present 

^Per cent 
inhibition 



Wet 

weight 

Drj' 

weight 

Wet 

weight 

Dry 

wei^t 


1 

Liver 

Air 

80% CO, 19% 
0,, 1% CO, 

2 r 

12 

3.1 

14 

Xone 

2 

tt 

<< 

<C <1 

4 2 

18 

4.2 

18 

It 

3 

tt 

II 

it It 

2.7 

12 

2.7 

12 

tt 

4 

tt 

90% N„ 5% 
0,, 5% COi 

90% CO, 5% 
0,, 5% CO, 

2.4 

11 

1.5 

6.6 

38 

5 

tt 

(( tt 

<1 ft 

1.4 

6 2 

0.86 

3.8 

39 

6 

tt 

tt tt 

it ft 

2.5 

11 

1.6 

7.0 

36 

7 


11 << 

tt tt 

2.4 

11 

1.9 

8.4 

21 

8 

ft 

ft ft 

tt tt 

2.2 

9.7 

1.5 

6.6 

32 

9 

liidney 

Air 

80% CO, 19% 
0,, 1% CO: 

2.1 

12 

1.6 

9.0 

24 



It 

<1 <1 

1 5 

8.4 

1.1 

6.2 

27 


n 

90% 5% 

O., 5% CO, 

90% CO, 5% 
O:. 5% CO, 

1.2 

6.7 


1.5 

78 

19 


<1 11 

II It 

1.6 

9.0 

0.30 

1.7 

81 

m 


11 tt 

tt tf 

Esa 

5.4 

0.43 

2.4 

56 

■n 


tt tt 

“ " 

1.2 

6.7 

0.17 

0.95 

86 



tt tf 

! If f< 

1.3 

7.3 

0.17 

0.95 

87 


■■ 

It II 

} If If 

Ijy 

5.0 

0.12 

0.67 

87 


* Oncorrected for water vapor. 
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ratio of 4. In control experiments air was used as the gas mixture above 
the tissue slices. Table VI shows that phospholipid formation in liver 
slices is not inhibited by CO when the COrOz ratio is as low as 4. In sur- 
viving kidney slices, however, the presence of such a gas mixture did have 
some inhibitory effect. 

Before we proceeded to experiments in which the value of the carbon 
mono.xide-o.xygen ratio was increased, it was necessary to determine how 
much the oxygen tension above the slices could be lowered without re- 


Table VII 

Effect of Various Oxygen Tensions on Phospholipid Formation in Liver Slices 
{Period of Incubation 2 Hours) 


Gas mUturc in atmosphere above slices* 

Per cent of added P” recovered as phospholipid 
per gm., wet weight 

Per cent Oj 

Per cent N* 

Per cent COj 

Rat 1 

1 

Rat 2 

Rat 3 

0 

95 

5 

0.18 

0.15 


5 

90 

5 

1.6 

1.7 

2.7 

10 

85 

5 

2.5 

2.3 

2.9 

21t 

79 


3.3 

2.9 



* Uncorrocted for water vapor, 
t Air used as atmosphere above slices. 


Table VIII 


Effect of Light on CO Inhibition of Phospholipid Formation in Liver Slices {Period 

of Incubation 2 Hours) 



Per cent of added P** recovered 

as phospholipid per gm. tissue 

Per cent inhibition 

Rat 

No. 

Control 1 

CO in light | 

CO in dark 




Wet 

weight 

Dry 

1 weight 

Wet 

weight 

Dry 

weight 

Wet 

weight 

Dry 

weight 

1 

1.9 

8.4 

1.4 

0.2 

1.1 

4.8 

26 

42 

2 

1.5 

C.6 

0.87 

3.8 

0.59 

2.6 

42 

61 

3 

2.1 

9.2 

1.1 

4.8 

0.68 

3.0 

48 

1 68 

1 


ducing phospholipid formation too greatly. Slices from the same liver were 
subjected to four different O 2 tensions; the results obtained on the livers of 
three different animals are recorded in Table VII. The results show that 
considerable formation of phospholipid still occuried when the atmosphere 
above the solution contained only 5 per cent oxygen. 

When the carbon monoxide -oxygen ratio was raised to a value of about 
18, its inhibitory effect on phospholipid formation in both liver and kidney 
slices was definite (Table VI). In these experiments the gas mixture con- 
sisted of 90 per cent CO, 5 per cent O 2 , and 5 per cent CO 2 , whereas the con- 
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trol gas mixture consisted of 90 per cent K”;, 5 per cent 0:, and 5 per cent 
CO;. The results show also that lipid phosphondation in kidney slices is 
more sensitive to the presence of CO than that in liver slices. The degree 
of inhibition in liver slices averaged about 35 per cent, whereas in kidnej- 
slices the average inhibition was about 80 per cent. 

In -vdew of the influence of light on CO inhibition of respiration (4) it be- 
came of interest to determine whether light could modifj' the inhibitor 3 ~ 
effects of CO on phospholipid formation. The results recorded in Table 
^^II show that the inhibitorj’ effect of CO is more pronounced in the dark 
than in the presence of strong light. 

DISCUSSIOX 

Cellular Oxidations and Phospholipid Formation in Vitro — ^The experi- 
mental e's-idence cited above suggests that the aerobic o.xidations of the cell 
pro\-ide the immediate energy required for the formation of phospholipids 
from inorganic phosphate. The respiratory inhibitors, cyanide, azide, 
HjS, and CO, inhibit the acti^dty of cj-tochrome oxidase (5); the results 
suggest, therefore, that the cj-tochrome-cj'tochrome oxidase sj'stem is the 
aerobic o.xidative S 3 ’stem involved here. The possible existence of an ap- 
preciable source of anaerobic energy that could be used for phospholipid 
formation is, however, not ruled out. 

Although inorganic phosphorus is readil 3 ’ incorporated into phospholipid, 
the reactions involved in this conversion are not known. It is possible, 
however, to rule out certain mechanisms that vill be designated here “ex- 
change reactions.” “Exchange” is defined here as the simple interchange 
of atoms or radicals between two different molecules such as the interchange 
of the phosphate radical between inorganic phosphate and the phospholipid 
molecule. To be classified as an exchange reaction in this sense, inter- 
change must take place without the addition of energj- from an external 
.'source or from energy-producing reactions. 

Two tj-pe.s of exchange mechanism.s that conceivabh' maj’ be involved in 
the formation of radioactive phospholipid •aill be considered, (a) Exchange 
through collision. Collirion between an inorganic phosphate moleeule and a 
phospholipid molecule could re.sult in an interchange of P atoms or of pho'-- 
phate radicals. Such a collision could result in the incorporation of radio- 
active inorganic phosphate into a phospholipid molecule. The observa- 
tions recorded above, however, show that the formation of radioactive 
phospholipid does not take place in this manner. The failure of homo- 
genized liver to foim radioactive phospholipid, as well as the inhibitoiy 
effects of anaerobic conditions and respiratorv- inhibitors, offers conrincing 
evidence that exchange through collision does not occur to anj- appreciable 
extent. (6) Exchange due to rerersibility of reactions. Since a chemical reac- 
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tion may be considered to be the net result of two opposing reactions 
proceeding simultaneously in opposite directions at different rates, it is con- 
ceivable that radioactive inorganic phosphorus becomes converted to phos- 
pholipid through the slight reversibility of the decomposition reaction. 
Although the rate of decomposition of phospholipid under these condi- 
tions is quite slow (10 to 20 per cent in 3 hours (1)) and the equilibrium for 
this reaction is probably far in the direction of h 3 "drolysis, a slight reversi- 
bility of this kind must be kept in mind, particularly in view of the sensi- 
tivitj’^ of the radioactive labeling procedure. This mechanism of exchange, 
however, can also be ruled out, in view of the results obtained with respi- 
ratory inhibitors. The fact that the formation of radioactive phospholipid in 
the liver is almost completelj’' inhibited by the presence of cyanide, whereas 
the decomposition is unimpaired under these conditions, is strong evi- 
dence that no .such exchange occurs under the present conditions (Table III). 

EXPERIMENTAL 

The extraction procedure for pho.spholipid has been reported (6) ; in this 
procedure contaminating inorganic radioactive phosphorus is diluted at 
every possible step with inert inorganic phosphoras. The only difference 
between the method used for brain tissue (6) and the one used here for liver 
and kidney was in the number of washings wth saturated non-radioactive 
Na 2 HP 04 emploj-'ed for the removal of the last traces of contaminating 
radioactive inorganic phosphate. Much less difficulty is encountered in 
removing such contamination from liver and kidne)^ extracts than from 
brain extracts; only one washing was found necessary in the experiments re- 
ported here. The procedures for the precipitation of phospholipid and the 
measurement of their radioactivity have been described elsewhere (7). 

The procedure employed here for the isolation of phospholipids has been 
tested many times and shown to be satisfactory for the separation of radio- 
phospholipid from radioaetive inorganic phosphorus. The phospholipid 
isolated in a zero time experiment (1, 6) contained less than 10 radioactive 
counts. This number of counts is negligible when compared with (a) the 
number of counts, namely 10^ added to the bath as inorganic radiophos- 
phorus, and (b) the number of counts, namelj’^ 700 or more, found as phos- 
pholipid P’- at 2 and 4 hours. This observation clearly demonstrates that 
it is possible to distinguish phospholipid phosphorus from inorganic 
phosphonis b 3 ’ the method. 

Anaerobic Experiments — Anaerobic experiments (Table I) were carried 
out in the presence of a gas mixture containing 95 per cent nitrogen and 5 
per cent CO 2 , the control experiments in the presence of a mixture of 95 per 
cent oxygen and 5 per cent CO;. Slices from a single liver or from both kid- 
ne 3 ’s of a single rat were collected in a Petri dish containing a non-radio- 
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active bicarbonate-Ringer’s solution that previously had been saturated 
with the nitrogen-COi gas rmxture. Slices from the same liver or from the 
kidneys of a single rat were used in both nitrogenated and oxj'genated 
media. In this way phospholipid synthesis was compared under aerobic 
and anaerobic conditions in slices obtained from the same organ. The use 
of slices from a single liver or from the same pair of kidneys for both ex- 
perimental and control observations was adhered to throughout this in- 
vestigation.* 

Approximately 300 mg. of slices were then removed from the Petri dish, 
blotted on a filter paper, weighed on a small piece of cellophane, and then 
transferred to a flask containing 5 cc. of either an oxj’genated or a nitro- 
genated bicarbonate-Ringer's solution. The same bicarbonate-Ringer’s 
solution containing radioactive phosphorus (1) was used in both cases; in the 
former it was saturated with a gas mixture containing 95 per cent oxj'gen 
and 5 per cent CO*, in the latter with a mixture of 95 per cent nitrogen and 
5 per cent COj.- Both solutions were adjusted to pH 7.4 before the addi- 
tion of the slices. To insure anaerobic conditions, the reaction flasks were 
flushed out with the appropriate gas mixture both before and after the addi- 
tion of the slices. In the case of the controls, the atmosphere above the 
bicarbonate-Ringer’s solution was flushed out with a 95 per cent Oi-5 per 
cent CO 2 mixture after the addition of the slices. 

Preparalion of Radioactive Bicarbonate-Ringer’s Solution Containing 
Cyanide — Stock solutions of NaCN varjing from 0.1 to 0.5 m were first 
prepared. When required, an aliquot of a stock cyanide solution was neu- 
tralized with an amount of concentrated HCl calculated to bring its pH to 
approximately 7.4. Final adjustments to pH 7.4 were made with dilute 
acid or base. The various concentrations of cyanide recorded in Table II 
were then prepared bj’’ adding suitable amounts of this neutralized NaCN 
solution to enough o.xygenated radioactive bicarbonate-Ringer’s solution, 
pH 7.4, to make a final volume of 5 cc. in all cases. The amount of neu- 
tralized NaCN usually added was 0.1 to 0.25 cc., in a few cases 0.5 cc. The 
effect of these .small volumes on the tonicity of the medium was considered 
negligible. 

* The percentage recoverj’ of radiophospholipid varied a good deal from animal to 
animal. Duplicate runs with the use of slices prepared from a single liver or from the 
two kidneys obtained from a single rat, however, checked closely. Hence, in order 
to determine the effect of an agent upon the recovery of radiophospholipid, it was 
desirable to use slices prepared from the same liver or same pair of kidneys in both 
the control bath and in the bath containing the agent under investigation. By the 
use of slices prepared from a single liver or 3 single pair of kidneys possible differ- 
ences in the specific actirity of the inorganic phosphorus inside the slices are mini- 
mired. 

’ A commercial preparation containing not more than 0.3 per cent oxj'gen. 
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Preparation of Radioactive Bicarbonate-Ringer's Solution Containing 
Sulfide — A saturated solution of HjS was prepared by bubbling the gas 
through distilled water at 0° for an hour. The pH of this solution was then 
adjusted to neutrality by the addition of 1.5 n NaOH. From this neutral 
solution aliquots of 0.1, 0.25, and 0.5 cc. were removed and added to enough 
oxygenated radioactive Ringer’s solution of pH 7.4 to make the final vol- 
ume 5 cc. (Table IV). 

Preparation of Radioactive Bicarbonate-Ringer's Solution Containing 
Azide — The experiments with sodium azide, NaNs, (Table V) were carried 
out similarly to those performed ivith cyanide. 0.25 M stock solution of 
NaNs was first prepared and the pH adjusted to approximately 7.4. 0.2 cc. 
portions of this neutral solution were added to 4.8 cc. of oxygenated radio- 
active Ringer’s solution of pH 7.4. This provided a concentration of azide 
in the Ringer’s bath of 0.005 m. Slices from the same liver or pair of kid- 
neys were used for both azide and control experiments. 

CO Experiments — Carbon monoxide was prepared by the action of formic 
acid on hot concentrated sulfuric acid. The gas train contained a strong 
KOH solution through which the gas was bubbled to remove SO 2 that might 
have been formed. The CO was collected in a graduated 2 liter aspirator 
bottle and the required amounts of oxygen and carbon dioxide added from 
tanks containing these gases. In this manner various mixtures of CO, O 2 , 
and CO 2 were prepared. 

The gas mixture contained in the aspirator bottle was introduced into the 
reaction flasks by means of an arrangement similar to that described by 
Keilin (8). Each flask containing 5 cc. of oxygenated Ringer’s solution was 
filled ivith the proper gas mixture and shaken in the constant temperature 
bath for about 15 minutes before the addition of the slices. In this waj"^ 
equilibrium was established between the gas mixture and the solution. 
After the addition of the slices, the vessel was again flushed and filled with 
the proper gas mixture and then placed in the constant temperature bath 
for 2 horn’s. 

To test the effect of liglit on C’O inhibition, the experiment was carried 
out as described above. Livers from three different animals were used, and 
from each liver enough slices were prepared for three baths, a control ex- 
periment, a CO dark experiment, and a CO light experiment. Dark condi- 
tions were obtained by covering the reaction flasks thoroughly with black 
paint. All reaction flasks were placed in the same thermostat and exposed 
to strong light from a reflector lamp containing a 150 watt bulb. The con- 
trol flasks were not darkened ; a previous experiment had shown that the 
control reaction was not light-sensitive. Two gas mixtures were used: 
90 per cent CO, 5 per cent O 2 , and 5 per cent CO 2 , to test the effects of light 
on CO inhibition; 90 per cent N-, 5 per cent O 2 , and 5 per cent CO 2 , foi 
the control. 
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Experiments on Decomposition of Phospholipids — The breakdown of 
radiophospholipid and total phospholipid in liver slices kept in a bicar- 
bonate-Ringer’s solution medium was determined as follows: Rats were in- 
jected with radioactive ISra 5 HP 04 solution and their livers removed about 
6 hours after the injection. The livers were sliced in the usual manner and 
enough slices for si.v separate baths prepared from each liver. Two samples 
were weighed and e.xtracted immediatelj- for phospholipids; total phos- 
pholipid and radiophospholipid were determined. These measurements 
pro\-ided initial values. Two other samples were placed in 5 cc. of a non- 
radioactive bicarbonate-Ringer’s solution, the chemical composition of 
which was identical with that employed in other e.vperiments. Two more 
.samples were placed in 5 cc. of a similar non-radioactive Ringer’s solution 
containing 0.01 m NaCN. These four samples were placed in the constant 
temperature bath for 3 hours, the conditions being e.\actlj' the same as tho.se 
for phospholipid formation. At the end of 3 hours all four samples were e.v- 
tracted in the usual manner and their content of both total and radio- 
phospholipid determined (1). 

The radioactive phosphorus used in this invastigation wa.s prepared by 
members of the Radiation Laboratorj- under the direction of Professor K. 

0. LaMTence, to whom our thanks are due. 

SUirMARV 

1. Anaerobic conditions and the respiratory inhibitors, cyanide, azide, 
H:S, and CO, inhibit the formation oV phospholipid by liver and kidney 
slices as measured with radioactive phosphorus. Lipid phosphorylation i.s 
inhibited to the extent of about 90 per cent by cyanide, H^jS, and anaero- 
biosis. The inhibitory effect of CO is more pronounced in the dark than in 
the presence of strong light. These obser\’ations suggest that the cyto- 
chrome-cytochrome oxidase s>-stem is involved in phospholipid formation 
in vitro. 

2. The mechanism of lipid phosphorylation is discu.ssed. Coupling with 
an energy-producing mechanism in the cell Ls suggested. 
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CATECHOLASE (TYROSINASE):* AN IMPRO'VTID METHOD OF 

PREPARATION 

Br LEOX E. TENEXBAITM and H. JEXSEX 
(From the Research Laboratories, The Upjohn Company, Kalamazoo) 
(Received for publication, June 5, 1942) 

A special interest in the enzj-me tjTOsinase has been evoked bj* the claim 
of Schroeder and Adams (1) that this phenoloxidase will, on subcutaneous 
injection, lower the blood pressure of experimental animals with hypier- 
tension. The methods at present available for the preparation of this 
enzj-me are rather involved and time-consuming (2, 3). It seemed to us, 
therefore, desirable to work out a more convenient procedure by which one 
could obtain in good jneld tjTosinase preparations of fairly high puritj-. 
In the following we wish to report briefly on our method of preparation. 

EXPERIMEXTAI. 

Determinaiion of Enzymic Activity — Mushroom e.xtracts have been found 
to exert the following two enzjinic actions, (o) o.xidation of monophenols 
and (6) oxidation of o-dihj'dric phenols such as catechol. The latter effect 
has been called the catecholase activity. Whether these two effects are 
produced by one or two different enz 3 -mes has not yet been definitely es- 
tablished. We have followed the enzymic activity of the various fractions 
according to the method of Adams and Nelson (4), using catechol as a sub- 
strate, 1 imit of catecholase activity being defined as the amount of enzyme 
required to cause the rate of oxygen uptake to equal 10 c.mm. per minute. 

Preparation of Enzyme — 10 pounds of the common mushroom, PsaUiota 
campeslris, were finely grormd into 7.5 liters of acetone which had been 
previously chilled with dry ice. The mixture was stirred for 5 minutes, 
filtered bj' suction, and the filtrate discarded. The mushroom residue was 
pressed out in a hydraulic press, then mixed with dry ice, and allowed to 
stand for 5 hours. After most of the remaining dry' ice was removed, G 
liters of 0.2 saturated ammonium sulfate (140 gm. of ammonium sulfate 
per liter of water) were added gradually. The mixture was stirred for 1 
hour, allowed to stand overnight at room temperature, stirred for another 
hour the following morning, and then filtered through cheese-cloth. The 
residue was pressed out in a hydraulic press and discarded. 

The 0.2 saturated ammonium sulfate e.xtract was centrifuged, the suf)er- 

* The term catecholase is preferable to tyrosinase, but the latter, however, is still 
in general use. 
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natant brought to 0.5 saturated ammonium sulfate,^ a little celite added, 
and the mixture allowed to stand overnight at room temperature. The 
precipitate was filtered by suction through a celite mat, washed Avith 0.5 
saturated ammonium sulfate solution, and extracted -ndth about 400 ml. of 
m/15 phosphate buffer (pH 7.3) in 300 ml. and 100 ml. portions. After 
centrifugation, the extract was brought to pH 4.9 to 5.0 with glacial acetic 
acid and allowed to stand overnight in the refrigerator. The precipitate 
which formed was removed by centrifugation, and the supernatant dialyzed 
in the refrigerator for 3 days. (In this and the subsequent dialyses double 
distilled water was used and was changed twice daily.) The precipitate, 
which appeared on dialj'sis, w'as either removed by centrifugation or by 
filtration through a No. 2 Whatman filter paper. (This grade of paper was 
used in all subsequent filtrations.) 

The filtrate was brought to 0.3 saturated ammonium sulfate and allowed 
to stand overnight at room temperature. The precipitate w'as removed by 
filtration, and the solution brought to 0.4 saturated ammonium sulfate. 
After standing overnight, the precipitate was filtered and extracted with 
about 50 ml. of 0.2 m acetate buffer (pH 5.0), and the extract dialyzed for 
2 days. Any precipitate which fonned during dialysis was removed by 
centrifugation, and the supernatant brought to 0.3 saturated ammonium 
sulfate and allowed to stand overnight. After filtration, the solution was 
brought to 0.35 saturated ammonium sulfate and allowed to stand over- 
night. The 0.3 to 0.35 saturated ammonium sulfate precipitate was sep- 
arated by filtration and dissolved in about 50 ml. of 0.2 m acetate buffer 
(pH 5.0), and the solution dialyzed for 3 days. Any precipitate formed 
during dialysis was removed by centrifugation. 

The solution thus obtained is slightlj"^ yellow in color and was usually 
found to contain about 500 catecholase units per mg. of dry weight of 
organic matter and 800 units per ml. The yield is 5000 to 6000 units per 
pound of mushrooms and represents about one-third of the total potency 
present in the original 0.2 saturated ammonium sulfate extract. It was 
observed that the amount of enzyme obtained in this extract varied ivith 
different grades of mushrooms. The activity of this first extract was about 
15 units per mg. of dry weight of organic matter. A 35-fold purification 
has thus been achieved. 


SUMMARY 

An improved procedure for the preparation of catecholase (tyrosinase) 
from mushrooms is described. The preparations thus obtained were found 
to contain about 500 catecholase units per mg. of dry organic weight. 

• The proper concentration of ammonium sulfate was acquired by the gradual 
addition of the calculated amount of the salt to the solution with stirring on the basis 
that 70 gm. of ammonium sulfate in 100 ml. of water give a saturated solution. 
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STUDIES ON THE SUCCINOXIDASE SYSTEAI OF RAT 
IX RIBOFIA^TX DEFICIENCY* 

Br A. E. AXELROD, KARL F. SWTXGLE, jero C. A. EL\'EHJEM 

{From the Department of Biochemistry, College of Agriculture, Unicersity of Wisconsin, 

Madison) 

(Received for publication, July 10, 1942) 

It has been previously reported that one or more components of the 
succinoxidase sj'stem of rat liver are affected bj" the dietary intake of 
riboflavin (1). This observation supported the suggestion (2) that suc- 
cinic dehydrogenase may be a flavoprotein analogous to the yeast cyto- 
chrome c reductase of Haas, Horecker, and Hogness (3). 

The marked stimulator^' effect of calcium ions upon the succinoxidase 
activity of fresh rat tissues has been demonstrated by Axelrod ei a!. (4) 
and in the studies on the succinoxidase content in riboflavin deficiency 
calcium ions were alwa 3 's added to the in vitro system in order to attain 
the maximal enzymatic activitj'. Under the conditions employed in 
these experiments the addition of aluminum ions in the absence of added 
calcium had no stimulator}' effect. These observations were confirmed 
by Potter and Schneider (5), who were able to show, however, that alu- 
minum could overcome a dilution effect observed in the succinoxidase 
s}-stem in the presence of added c}'tochrome c and calcium ions. The 
significance of al uminum in the succinoxidase E3rstem had been noted 
previously by Horecker et al. (6). These observations upon the aluminum 
effect made it necessar}' to reinvestigate the status of our assay procedure 
which had been carried out in the absence of added aluminum ions. 

C}'tochrome oxidase, being an essential component of the succino.xidase 
.system, could conceivably be a limiting factor in the aerobic oxidation of 
succinate. In order to check this possibility, the cx'tochrome oxidase 
content of the tissue was studied simultaneously with the determination 
of the total succinoxidase activity. The elimination of C}-tochrome 
oxidase as a limiting factor would tend to emphasize the validity of the 
assay procedure as a measure of the succinic dehydrogenase content of 
tissue. In conjunction with these experiments it became of interest to 
study the relationships of other components of the succinoxidase system, 
i.e. calcium and c}-tochrome c, in a riboflavin deficiency. 

It had been observed that the increase in succinoxidase activity of the 

* Published with the approval of the Director of the tlTsconsin .Agricultural Ex- 
periment Station. These studies were aided by grants from the Rockefeller Founda- 
tion and the Wisconsin .Alumni Research Foundation. 
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liver following riboflavin therapy was always greatest in those rats whose 
food intake was restricted to that of the animals on the riboflavin-low 
basal diet. Such controlled feeding 'experiments were originally instituted 
in order to avoid, if possible, complications due to increased growth fol- 
lowing riboflavin therapjL However, animals subsisting on a restricted 
food intake are actually in a chronically starved state and the possibility 
exists that changes in various constituents of the liver correlated vdth 
changes in the total size of the liver may drastically affect enzymatic 
measurements, i.c. Qo„ computed solely on a unit of dry weight basis. With 
this in mind, glycogen, fat, and protein analyses were made on all livers 
in which the succinoxidase activity was studied. In addition, the total 
dry weight of each liver was deteimined and the succinoxidase activity 
of the total organ was calculated in arbitraiy terms. It was thought that 
data of this type might be of considerable help in arriving at the most valid 
interpretation of the experimental results. 

Finally, in order to study the specificity of the liboflavin effect upon the 
succinoxidase system, the livers of biotin- and pantothenic acid-deficient 
rats were assaj'ed for their succino.\idase contents. These animals were 
receiving ample amounts of riboflavin and their pathological state could 
be' corrected by the addition of either biotin or pantothenic acid, re- 
spectively. 


EXPERIMENT.AL 

Treatment of Animals — Weanling male, albino rats were placed on the 
riboflavin-low ration which has been fully described in a previous pub- 
lication (7).‘ In Series II the procedure was varied somewhat in that the 
daily vitamin supplements* were given orally in supplement dishes. In 
this manner, the rats were assured of an excessive vitamin intake during 
periods in which the food intake was below normal. The growth on this 
basal ration is very poor and ceases entirely after 2 weeks. Thereafter a 
weight plateau is maintained for a period of at least 12 weeks. Supple- 
mentation of this basal ration wdth riboflavin results in normal gro^vth. 
The animals were weighed weekly and were fed ad lihitinn unless otherwise 
designated. 

Scries I — The animals in this series were divided into four groups. 
Grou]! 1 received only the riboflavin-low ration for 10 weeks. From the 
beginning of the experiment Group 2, consisting of twelve rats, received 

> The diet is referred to ns Ration B in this publication. 

“ 30 -y of thiamine and pyridoxine, 150 y of pantothenic acid, 15 mg. of choline, 
500 y of nicotinic acid, and liver fdtratc equivalent to 0.4 gm. of the original liver 
extract. We arc indebted to Merck and Company, Inc , for generous supplies of 
the synthetic vitamins. 
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the basal diet supplemented wth 300 y of riboflavin per 100 gm. of ration. 
In an attempt to determine whether excessive dosages of ribofla'i'in would 
affect the succinoxidase content of liver, six rats from this group were 
given, in addition, 500 y of ribofla\'in daily for 2 weeks prior to sacrifice. 
The average weekly gain in weight over the 9 week experimental period 
TOS 28 gm. for the twelve rats in this group. Groups 3 and 4 were main- 
tained on the basal ration for 9 weeks before riboflaxin therapy was insti- 
tuted. Both groups then received 100 y of riboflavin daily -per os over 
a 2 week period. The rats in Group 3 were fed ad libilum during the period 
of therapy and showed an average weekly gain of 34 gm., while those in 
Group 4, whose daily food intake was restricted to that of the basal group 
(4 gm. of ration), gained an average of 4 gm. per week. 

Series II — ^The animals in this series were divided into six groups. 
Group 1 received only the riboflax-in-low ration for 12 to 14 weeks. Groups 
2, 3, and 4 were maintained on the basal ration for 7, 10, and 14 weeks 
respectivelj' before the initiation of ribofla'vin therapy (100 y of ribofla\'in 
dailj'- per os). Group 2 was fed ad libilitm during a 6 week period of therapy 
and showed the usual weight response. The daily food intake of the rat.s 
in Groups 3 and 4 was restricted to 3 gm. during the period of therapy, 
which was 4 weeks for Group 3 and 3 daj's for Group 4. No weight gains 
were observed in Groups 3 and 4. 

In order to study the effect of chronic staiv'ation upon the succinoxida.'o 
actirity of rat liver, twelve weanling male, albino rats were fed the ribo- 
flavin-low ration ad libilum and the daily ritamin supplements were 
furnished in supplement dishes. In addition all of the rats were given 
100 y of riboflavin daily during the entire course of this e.xperiment. After 

I week on this regimen six of the rats (Group 5) were sacrificed and the 
food intake of the remaining rats was limited to amounts which did not 
permit an 3 - further grov\-th (3 to 5 gm. of basal ration per daj-). The rats 
were maintained in this chronicallj" stan'ed condition for 3 weeks before 
sacrifice (Group 6). 

The rations used for producing the biotin and pantothenic acid deficien- 
cies were similar to those used in the riboflavin work, e.xcept that the 
liver filtrate was omitted and each rat received 40 y of riboflavin dailv*. 
Biotin deficiencj" was produced bj' using 10 per cent egg albumin and 8 
per cent casein in place of the usual 18 per cent casein, while the panto- 
thenic acid deficiencj' was produced bj' omitting pantothenic acid from 
the basal ration. The animals were on the experimental diets for 9 to 

II weeks before sacrifice, at which time thej- e.\hibited the tj-pical biotin 
and pantothenic acid deficiencj’ sjudromes. 

Succinoxidase Dcierminalion — The succinoxidase content of freshlj' 
homogenized rat liver was determined according to the method of Pot- 
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average Qq, (cytochrome oxidase) value of 217 was observed in seven 
experiments on rats which were receiving the stock ration consisting of 
yellow com, linseed oil meal, alfalfa leaf meal, crude casein, butter fat, 
calcium phosphate, sodium chloride, and whole liver powder. The cause 
of this disparity is not clear at the present, although it appears likely 
that the diet consumed may be the factor determining the content of 
cytochrome oxidase in liver tissue. 

The results obtained with the use of the complete succinoxidase system 
(Column 4, Table I) are in good agreement with those of our previous 
experiments and lend further support to the belief that one or more com- 
ponents of the succinoxidase system other than calcium, aluminum, cyto- 
chrome c, and cytochrome oxidase are diminished in a riboflavin deficiency. 
As indicated from the results of Group 2b, excessive dosages of riboflavin 
are unable to increase the succinoxidase content of rat liver above the 
normal values. 

Recent evidence by Smngle, Axelrod, and Elvehjem® indicates that the 
stimulatory effect of calcium is due, at least in part, to its ability to 
stimulate the enzymatic destruction of coenzyme I, possibly through a 
nucleotidase system. The relative absence of coenzyme I prevents the 
conversion of malate to oxalacetate, which is a potent inhibitor of the 
succinoxidase system. Therefore, succinoxidase assays conducted in the 
absence of added calcium are apparently limited by the nucleotidase 
activity of the tissue.'* The results of such assays are given in Column 5 
(Table I) and indicate that the nucleotidase actmty of rat liver is not 
affected in riboflavin deficiency. 

The results of studies in which a succinoxidase system rendered incom- 
plete by the omission of cytochrome c is employed are given in Column 6. 
As previously stated, such assays are a measure of the C 3 dochrome c 
content. It is apparent that there is no diminution in the liver cyto- 
chrome c content in riboflavin deficiency. 

In the experiments reported in Column 7, both the cytochrome c con- 
tent and the nucleotidase activity may be limiting factors. Since the 
nucleotidase activities do not vary mth the different groups (see Column 5), 
the relative differences observed in Column 7 can probably be attributed 
to a slightly increased cytochrome c content in the riboflavin-deficient 
group. 

Series II — The results of the experiments conducted in this series are 
given in Table II. Considering the variations in the liver weight to body 

* Swingle, K. F., Axelrod, A. E., and Elvehjem, C. A., unpublished experiments. 

< Other enzymes involved in the destruction of coenzyme I may be stimulated by 
calcium and the activities of these systems may be the actual limiting factors under 
these conditions. 
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weight ratios, it is e\'ident that this ratio for the rats receiving therap}' 
while on a restricted food intake (Group 3) is similar to that observed in 
the chronically star\’ed rats (Group 6), while both of these values are 
considerably lower than those noted in deficient rats (Group 1) and in 


Table II 

Effects of Riboflavin Deficiency and of Chronic Starvation u-pon Glycogen, Fat, Protein, 
and Succinoxidase Activity of Rat Liver 
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Riboflavin deficiency 
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1 

12 

52 
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4.5 

3.2 ‘ 

! 19.9 

63 1 
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(45- 58) 

(5. 1-7.0) 

(1.2 -7.9) 

(2.5-4. 3) (18.5-21.6) 

(53- 75)1 

(45-66) 

2 

7 

179 

4.6 

6.4 

3.5 

18.9 

90 1 




(160-212) 

(3.4-5.0) 

(3.9 -8.8) 

(3. 4-3. 9) 

(17.5-20.1) 

(80-114) 


3 

9 

52 

4.1 

1.9 

3.4 

22 
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(47- 57) 

(3. 7-5. 5)' 

(0.02-4.5) 

(2.4-4. 5) 

(18.2-25.2) 

[(107-168)! (68-89) 

4 

5 

53 

6.0 

1.8 

3.6 

24 

1 87 1 
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(44- 66)1 

(4. 2-7.0)' 

(0.2 -3.0)1 

|(3.7-5.4)|(21 -26.3)1 

(78-111)1 

(72-83) 


Chronic starvation experiment 
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6 
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6.0 1 
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(53- 69) 

(5. 5-6.5) 

(3.9 -6.4)|(2. 6-6. 3) (17.3-18.6)) (S6-106)j 

(75'S5) 
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6 

55 

4.2 

0.67 1 3.9 I 22.4 , 133 

85 

1 

i 


(54- 57) 

(4.0-4. 6) 

(0.03-1.8) (3.3-4. 8), (20. 6-23.0) (125-145) 

(77-90) 


Average values are given. The range of values is given in parentheses. 

* Group 1, basal ration; Group 2, basal ration plus 100 y of riboflavin daily for 6 
weeks, ad libitum; Group 3, basal ration plus 100 y of ribofla\rin daily for 4 weeks, 
restricted food intake; Group 4, basal ration plus 100 y of riboflavin daily for 3 days, 
restricted food intake; Group 5, normal rats; Group 6, normal rats chronically starved 
for 3 weeks. 

t Glycogen, fat, and protein percentages are calculated on a fresh weight basis. 

t Qot values are those for the complete succinoxidase system and are expressed 
as c.mm. of oxygen consumed per mg. of dry weight per hour. 

§ QOi multiplied by the total dr^* weight of liver (gm.) ; calculated to a live body 
weight of 55 gm. 

normal rats of this size (Group 5). This decrease in total liver weight 
observed in the restricted (Group 3) and the chronically starv'ed rats 
(Group 6) is due to losses in glycogen, fat, and protein accompanied by 
corresponding changes in water content. No significant differences in the 
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moisture contents of the livers from the various groups have been noted. 
The ratio of liver weight to body weight for the animals receiving riboflavin 
therapy with ad libitum feeding (Group 2) is normal for male rats of this 
size, as determined in a large series of stock rats. A 3 day period of therapy 
ivith restriction of the food intake has no effect upon this ratio and an 
increase in total liver protein is actually observed (Group 4). 

The Qoi values are in general agreement with those observed in previous 
experiments. The higher values noted in the restricted animals (Group 3) 
are most likely due to the fact that the period of riboflavin therapy was 
longer in this experiment than in the others. 

Values obtained by multiplying the Qo, by the dry weight of the total 
liver have been taken as an arbitrary measure of the succinoxidase activity 
of the entire liver. Assuming that the liver weight varies in direct propor- 
tion to the body weight within the narrow body weight ranges obtained 
in these experiments,® all of the liver weights in this series have been 
calculated for an original live body weight of 55 gm. This liver weight 
has been utilized in the calculations for the total succinoxidase activities 
given in Column 9 (Table II). 

It is now evident that the interpretation of data obtained in controlled 
feeding experiments of this type is complicated by a number of factom. 
Animals receiving riboflavin therapy and maintained on a restricted food 
intake are in a chronically starved state, and this fact must be considered 
when Qoi data which have been expressed in the usual manner as oxygen 
consumption per mg. of dry tissue are evaluated. Thus the chronic 
starvation experiment clearly demonstrates that the Qoi values (Column 8) 
are markedly increased in the starved animals, while the succinoxidase 
content of the whole liver has not varied greatly. It is apparent that the 
lo.sses in the liver constituents observed in chronic starvation are not 
paralleled by decreases in the succinoxidase content . In a similar manner, 
one may account for the relativel}' higher Qo» values observed in Group 3 
(restricted for 4 weeks) as compared to those in Groups 2 and 4 in which 
starvation effects arc excluded. Riboflavin therap 3 ’^ has resulted in an 
increase in the succinoxidase activitj’- of the total liver (Column 9) and 
this fact is indicative of a relationship between riboflavin and the succin- 
oxidase system. 

The livers of nine biotin-deficient and six pantothenic acid-deficient 
rats were assayed for their succinoxidase activity. Average Qo« values 
of 89 and 83 were obtained in the biotin- and pantothenic acid-deficient 
rats, respectivel 3 ^ These values fall ivithin the range observed in normal 

* Similar calculations have not been made for the animals in Group 2 (therap 3 ' 
with ad libitum feeding), since such a proportionality does not exist in a body weight 
range of 55 to 179 gm. 
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rats and indicate that the succinoxidase activity is unaffected in these 
deficiencies. Analyses of the liver to bod}' weight ratios demonstrated 
the absence of a chronicallj- starved state. 

DISCUSSION 

A complete description of the succinoxidase system is not possible at 
present. The available data indicate that succinate, succinic dehydro- 
genase, cj-tochrome c, cj-tochrome oxidase, and oxj'gen are obligatory 
components of this system. The function of calcium appears to be related 
to its stimulatoi}' effect upon the enz3Tnatic destruction of coenzjrme I 
and the resulting inhibition of oxalacetate formation. The possibility 
that calcium functions also as a structural unit in the succinoxidase sj'stem 
is not entirely eliminated. Similarly, the recent e.xperiments of Potter 
and DuBois' indicate that aluminum may function not as a structural 
component of the succinoxidase system but as an agent neutralizing the 
toxic effect of an inhibitoiy compound, possibly copper. The existence 
of other components of the succinoxidase system has been indicated. 
Thus, cytochrome b (14) and a soluble protein activator (15) have been 
proposed as intermediary links in this system. Magnesium ions and the 
factors Trhich are operative in the phosphate esterification which is coupled 
with succinate oxidation have also been suggested as possible additional 
factors (5, 16). A stimulatory effect of muscle juice has been obser\'ed 
by Ahlgren (17). Although the true significance of these factors cannot 
be assessed at present, they must be considered in the evaluation of the 
assay' procedure for the succino.xidase .sy'stem which is used in our e.x- 
periments. 

The data presented in this and in the previous e.xperiment (1) establish 
that one or more components of the succinoxidase system other than 
cy'tochrome c, cytochrome oxidase, calcium, or aluminum are diminished 
in rihoflavin deficiency'. It may' be deduced from these results that the 
component or components affected in the riboflavin deficiency' are flavo- 
protems. Such a deduction gains support from the demonstrations that 
two flavoproteins d-amino acid oxidase and xanthine oxidase are dimin- 
ished in riboflavin deficiency' (18, 7). It may be that either succinic acid 
dehy'drogenase itself is a flavoprotein or that another riboflavin compoimd 
IS an intermediary' biocataly'st serving as a hy'drogen transport agent 

etween succinate and the cytochrome system. A similar possibility has 
suggested by KeUin and Hartree (14) as a result of their observation 
that the two absorption bands of a flavoprotein present in their succin- 
oridase preparation fade simultaneously' with the appearance of the bands 
o reduced cytochrome when succinate is added. The probable production 

Potter, V. R., and DuBois, K. P., unpublished e.xperiments. 
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of H 2 O 2 during the aerobic oxidation of succinate was noted by Lehmann 
and Martenson (19) and would appear to indicate the intermediation of 
a flavin compound. In such an event, the production of H 2 O 2 would of 
necessity result from an incomplete oxidation of the reduced flavin inter- 
mediate by the cj'tochrome system. When the complex nature of the 
succinoxidase system is borne in mind, together vith the difficulties attend- 
ant upon the deteimination of the e.xact constituent of this system which 
is being assaj’ed in our procedure, it is apparent that final proof for the 
presence of a flavoprotein as a component of the succinoxidase system 
must await actual isolation. It is felt, however, that our data are veiy 
suggestive of such a possibility. 

A point of interest has arisen from these experiments which bears upon 
the validity of enzymatic measurements expressed per unit of dry weight 
when conducted upon liver tissue from rats whose food intake has been 
restricted in controlled feeding experiments. Such paired feeding tech- 
niques are used extensively in nutritional work and wem employed in 
our experiments to avoid effects inherently due to increased growth per sc. 
However, complicating factors arise from the fact that the livers of chroni- 
cally starved animals on a normal ration diminish markedly in their 
content of total dry matter, while the total succino.xidase content remains 
quite constant. In our experiments, the restriction of the food intake 
following riboflavin therapy results in the production of a chronically 
starved state which, in turn, leads to abnormally high Qo.- values (oxygen 
consumption per mg. of diy weight). A similar effect of starvation upon 
the succinoxidase activity of rat liver has been noted by Rosenthal (20). 
The time change in enzyme content following riboflavin therapy can only 
be assessed by comparison of the total succinoxidase content of the livers 
from these restricted animals with that of the riboflavin-deficient group. 
The need for such comparisons when the size of an organ is a function of 
the nutritional state has been emphasized by Schultze (9). It is interesting 
to note that the percentage increase in the Qo 2 values following riboflavin 
therapy with ad libitum feeding is similar to the percentage increase in the 
total succinoxidase activity folloAving riboflavin therapy on a restricted 
food intake (Table II). 

The effect of the increased concentration of an enzyme per unit of weight 
of liver tissue upon the phy^siological efficiency of the enzyme remains an 
unanswered problem. An increase in physiological efficiency may have 
some bearing upon the validity of paired feeding techniques employed in 
nutritional studies. 


SUMMARY 

1. Further data have been offered in support of the premise that one 
or more components of the succino.xidase system are flavoproteins, Cyto- 
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chrome OHdase and aluminum have been eliminated as factors of the suc- 
cinoxidase system -which might possibly have been affected in ribofla-vin 
deficiency and thus complicate the assay for succinic dehydrogenase. 

2. Cj’tochrome c and the enzjTne sj'stems involved in the destruction 
of coenzyme I are not diminished in riboflavin deficiency. 

3. The succinoxidase actmtj- of rat liver per unit of dry -n-eight (Qo,) 
is increased in chronic star\'ation, -while the total succinoxidase activity 
of the total liver is not affected. The importance of this factor in the 
evaluation of data obtained from controlled feeding experiments has been 
emphasized. 

4. The succinoxidase actunty of rat liver is not diminished in* biotin 
and pantothenic acid deficiency. 
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AUTOXIDATION OF STEROLS IN COLLOIDAL AQUEOUS 
SOLUTION 

III. QUANTITATIVE STUDIES ON CHOLESTEROL 
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New Brunswick) 

(Received for publication, -April 29, 1942) 

The products formed by autoxidation of cholesterol in colloidal aqueous 
solution are 7-ketocholesterol, 7(a)-h3'droxycholesterol, and 7(/S)-hydro.\'y- 
cholesterol (1, 2). The last named compound was not identified as such, 
but in the form of a rearrangement product, A'-cholestenediol-3(/3),5 (3). 
The A’-'-cholestadienone-7 formed in small amounts when the reaction is 
carried out at elevated temperature is probably a secondary product. 

This paper presents a studj’- of the quantitative aspects of the auto.xida- 
tion reaction under various conditions. The two main reaction products, 
the 7-ketone and the chromogenic diols, can be quantitativelj' differentiated 
in the crude autoxidized material bj' optical methods. The ketone shows 
strong selective light absorption at 240 mp, but since it gives no color 
with Lifschutz’s reagent it does not interfere with the colorimetric deter- 
mination of the diols; the latter in turn transmit light in the ultra\iolet 
region, thus permitting the determination of the ketone by ultraviolet 
absorption measurements. 

Since preliminaiy work had shown that temperature much more than 
any other variable determines the reaction rate, the reaction was carried 
out at either 85° or 37°, depending on the object of the experiment. It 
W’as found more convenient to investigate the influence of such factors as 
substrate concentration, pH, oxygen pressure, and nature of detergents 
in the fast reaction at 85°; at 37° the rate of autoxidation is very much 
slower, which renders this temperature more suitable for demonstrating 
catalytic effects. 


EXPERIMENTAL 

Methods 

Preparation and Aeration of Colloidal Solutions^ln preparing the col- 
loidal solutions we adhered to the technique described in the first paper of 
this series (2), except for the following minor modifications. In most 

* Recipient of a Squibb Research Fellowship, 1941-42, administered by the .Ameri- 
can Scandinavian Foundation. Present address, Caroline Institute, Stockholm, 
Sweden. 
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cases the sodium stearate was not added in substance, but in the form of a 
stock solution, which was prepared by dissolving 7.5 gm. of recrystallized 
stearic acid in 750 cc. of absolute alcohol, neutralizing with the required 
amount of standard alkali (26.3 msi), and making up with water to 1 liter. 
Before use the solution had to be slightly warmed to dissolve some crystal- 
line soap which deposits on standing. Furthermore, in most mns a 
m/15 phosphate buffer solution (9 secondary : 1 primary) was added to 
stabilize the pH. The cholesterol solution was poured quickly into the 
rapidly stirred soap solution, which was previously heated to 85°. This 
moment was taken as the zero time when the subsequent aeration was 
carried out at that temperature. Whenever deviations from this pro- 
cedure were necessary, this is indicated under “Results.” 

The solutions used in the auto.xidation experiments at 37° were prepared 
in the same manner, usually in 1 liter batehes, and rapidly cooled to ap- 
proximately this temperature. No auto.xidation products arc formed 
during tliis short period, and control experiments in which the whole 
procedure was carried out in a nitrogen atmosphere showed that the pres- 
ence of air during this period was immaterial for the course of the subse- 
quent reaction at 37°. 50 cc. portions of the eooled solution were trans- 
ferred to 125 cc. Erlenmeyer flasks, and the latter kept, loosely stoppered, 
in a water thermostat at 37°. The reaction rate at this temperature is so 
slow and the total o.xygen uptake so small that diffusion from the atmos- 
phere, aided by occasional shaking, appai’ently suffices to keep the con- 
centration of active o.\ 3 ’^gen in the solution constant. Earlier control 
experiments in wliich larger volumes were aerated with oxygen at a slow 
rate had shown that in such solutions the formation of ketones at 37° 
was somewhat faster than in solutions merclj' kept at rest in the water 
bath, but the final values were the same. In view of this result, and also 
in order to avoid the marked and difficultlj'^ controllable increase in con- 
centration caused by evaporation, the aeration was omitted in the routine 
procedure. 

The pH was measured with a glass electrode on small samples with- 
drawn at the beginning of the reaction period. The solutions prepared by 
the above procedure usually had a pH of 9.0 to 9.5, and were adjusted with 
dilute hj'drochloric acid to pH 8.0 to 8.5, which was the range preferred 
for most of the experiments. 

Preparation of Sayiiplcs for Measurements -Aliquots corresponding to 
10 to 20 mg. of sterol were l emoved at intervals, acidified with a few drops 
of hydrochloric acid, and extracted \vith 15 cc. of ether. The ether solu- 
tion was washed three times with water and evaporated to dryness on a 
steam-heated metal plate in weighed 25 cc. flasks under a stream of 
carbon dioxide. The weight of sterol in the residue was calculated 
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from the known proportion of sterol and stearic acid in the aqueous 
solution. The residue was dissolved in the calculated volume of absolute 
ethanol to give a concentration of 1 mg. of sterol per cc. Suitable aliquots 
of this solution were used for the spectrographic assa 3 ', and after replace- 
ment of the ethanol bj' chloroform, for the determination of the chromogens. 

Colorimetric Determination of Chromogens by Lifschutz Reaetion — Our 
method is a slight modification of that described bj' Blix and Lowen- 
hielm (4). Instead of the Hufner spectrophotometer we used a Zeiss 
stufenphotometer nith Filter S-62. Our standard substance was pure 
7(^)-hj'droxjxholesterol containing 1 mole of methanol of crj-staUiza- 
tion (5) instead of the ill defined non-cr 3 -stalline “oxj-cholesterol” used 
bj' Blix and Lowenhielm. The color reagent was prepared bj' dissolving 
0.1 gm. of FeCls-CH.O in 90 cc. of glacial acetic acid and then adding 
10 cc. of concentrated sulfuric acid. When kept in a well stoppered bottle, 
it is stable for at least a month. 

The sample is dissolved in 1.5 cc. of pure chloroform containing 1 per 
cent ethanol. On addition of 3 cc. of the reagent a bluish green color 
develops immediatelj’, which soon turns pure blue. It reaches its maxi- 
mum intensity in 5 minutes and then remains constant for 15 to 20 minutes, 
provided that the solution is kept in a well stoppered flask. 

As can be .seen from the standardization curve of 7(/3)-hj-droxycholes- 
terol (Fig. 1), the slope of the cun-e increases with concentration. This 
was the case also with all other pure chromogens tested. The results are 
reproducible n-ithin about ±5 per cent. 

In \’iew of the complex nature of the autoxidized mixture, and of the 
statement of Blix and Lowenhielm that soaps interfere vith the color 
reaction, the influence of cholesterol and 7-ketochole.sterol and of fattj* 
acids was investigated over the whole range of concentration. The fattj' 
acids (palmitic and stearic acid) were added in amounts equal to that of 
the standard substance at each concentration (0.1 to 0.5 mg.), while the 
amount of .sterol added (4 mg.) M’as the same at each concentration of the 
standard. The cun’cs thus obtained showed no de^-iation from the stand- 
ard cutve. 

Since 7(Q;)-hj'droxj-cholesterol is one of the autoxidation products, the 
curves for this substance and of A'-cholestenediol-3(0) ,5, a rearrangement 
product of 7(/S)-hj'droxj'cholesterol (3), were determined. Similar meas- 
urements were carried out wth the benzoj'l derivatives of these three 
chromogens and, in view of the possible usefulness of the method in related 
problems, vith a few other sterols known to give the Lifschutz reaction. 
Most of these curves, when plotted for equimolecular amounts, fall fairlj' 
close to the curve of 7(^)-hj'droxj'cholesterol. In order to indicate their 
approximate locations the D values for 2.5, 5.0, 7.5, and 10 X lO'* mM are 
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given in Table I. The values for the two epimeric 7-hydroxycholesterols 
and their mono- and dibenzoates all fall in a range which is not much 
greater than the error of the method. It therefore appears that the spatial 
orientation of the 7-hydroxy group and esterification of this and of the 
3-hydroxy group exert comparatively little influence. These findings not 
only justify our practice, in this and in our previous work, of expressing 
the total chromogen content of the autoxidation products in terms of the 
7(/3) epimer, but they also show that no appreciable error is introduced 
when the method is applied to esterified fractions. The nature of the 
.side chain is of little importance, but constitutional factors residing in 



Milligrams 

Fin. 1. Standardization curve for 7(/3)-hydroxycholcsterol. Ordinate unit, 
D = log /o//, for 1 cm. cell length. The color was developed as described in the 
text from the amounts indicated on the abscissa. 

Rings A and B markedly influence the chromogenic potency. A®-Choles- 
tenediol-3,5 is considerably more, and A^-cholestenediol-3,4 very much 
less, chromogenic than the 3,7-diols. 7-Dehydrocholesterol benzoate, 
contrary to expectation, is a relatively weak chromogen. It is therefore 
improbable that the chromogen formation from the 3,7-diols involves the 
intermediary production of 7-dehydrosterols. The high chromogenic 
power of A°-cholestenediol-3((8) , 5 suggests that a ■'* '^-triene, or A'' '^-choles- 
tadienoI-3, may be the ultimate precursor of the blue pigment. Allylic 
shifts (A®-3 ,7-diols — + A®-3 ,5-diols) and subsequent dehydration to either 
of the compounds mentioned could easily occur under the influence of 
the .strongly acidic medium in which the color reaction is carried out. 
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Spcclrographic Determination of 7-KetochoIesterol — The ketone in the 
aliquot samples was determined by measuring the optical density at 240 m;i 
in a Hilger spectrophotometer. 7-Keto-A’'®-cholestadiene, which is formed 
in small amounts in the reaction at 85°, does not absorb light in this 
region. The calculation of the jdelds was based on the pre^dously deter- 
mined (2) molecular extinction coefficient 12,500 for the pure ketone. The 
densities in the measurements were spaced in such a waj’ that the error 
in determining was not greater than ±5 per cent. 

T.vble I 

Chromogcnic Potency of Various Sterols and Sterol Esters in the Lifschutz Reaction 


D as defined in Fig. 1. The D values were obtained by interpolation from smooth 
standardization curves which were determined as that in Fig. 1, but were plotted 
in moles instead of mg. as abscissa units. 


Compound 


D, 1 cm. 


2^ mM X 
i(r‘ 

SJ) mil X 
10“* 

miiX 

i(r« 

10 mu X 
10-* 

7 (fl)-HydroxychoIesterol 

0 36 

0.S4 

1.40 

2.04 

" dibenzoate 

0 34 

0.77 

1.32 

1.95 

7(^)-Hydro.vycholesterol-7-monobenzoate* 

0 39 

0.90 

1.53 

2.24 

7 (a)-HydroxychoIesterol* . . . 

0.3S 

j 0.S6 

, 1.4S 

2.15 

“ dibenzoate 

7(a)-Hj°droxycholesterol-7-monobenzoate 

0 34 

0 SO 

1 1 36 

1 

2.00 

(c/. (6)) . 

0 41 

' 0 92 

1.5S 


7-Dehydrocholesterol benzoate 

0 21 i 

0.49 

I 0 75 

1.02 

A*-Cholestenediol-3 , 5 

0 47 ] 

1.16 

2.02 

3.05 

-i*-Cholestenediol-3 , 5-inonobenzoate 

0.36 1 

1.00 

1.6S 

2.45 

-i^-Cholestenediol-3 , 4 

0 05 1 

1 0 14 

1 0 23 

0.33 

/ (Qf)-Hydroxystigmasterol dibenzoate 
<(a)-Hydroxystigraasterol-7-monobenzoate 

0 30 

0 72 

1 21 

1.76 

(r/- (6))... 

0 35 1 

0 86 

1.49 

2.19 


* Wintersteiner, 0., and Ruigh, W. L., J. Am. Chem. Soc., in press. 


Results 

In order to simplifj- the calculation of the yields of ketone and of chromo- 
gens* no correction was made for the change in molecular weight due to 
their uptake of oxygen. These corrections (—3.5 and —4.0 per cent re- 
spectively of the yields given) are much smaller than those for the over-all 
error in a single determination and would not affect the general conclusions 
drawn from the experiments. 

Reaction Temperature 8-5° Fig. 2 shows the result.s of two typiealexperi- 
ments; one of these, Experiment 1, exemplifies our ‘•.■-tandaitl condition.s,” 
except that air was subsequently used instead of oxygen. 

' Ketone and chromogen are denoted by Ke and Ch, respectively, in this paper. 
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I 2 3 4 5 6 II 

Hours 


Fig. 2. Auto.xidiition of cholesterol at 85°. Experiment 1, 1 gra. of cholesterol 
in 50 cc. of alcohol; 30 cc. of sodium stearate, 10 ce. of phosphate buffer, 1 liter of 
water; pH 8.6; oxygen. Experiment 2, 500 mg. of cholesterol in 50 cc. of alcohol; 
20 cc. of sodium stearate, 1 liter of water; pH 8.3; oxj'gen. Experiment 1, solid lines, 
ketone (Kci) solid circles, chromogen (ChO open circles; Experiment 2, broken 
lines, ketone (Kej) solid triangles, chromogen (Chj) open triangles. 

Experiinenl 3 — In this experiment the conditions were similar to those 
employed in our qualitative studies (2): 5 gm. of cholesterol in 200 cc. of 
alcohol; 0.5 gm. of stearate in substance, 10 cc. of phosphate buffer, 
1 liter of water; pH 8.3; 85°; air. The reaction curves closely resembled 
those in Experiments 1 and 2; after 3 hours the values of Ke and Ch 
became constant at 44 and 22 per cent respectively. 

The curves clearly show that the formation of Ch ceases after 1 to 2 
hours, and that of Ke after 3 to 4 hours, leaving a considerable portion 
of the cholesterol unattacked. This inhibition effect is typical of all 
experiments carried out at 85°, though the time relations vary somewhat 
with the conditions. The final levels of Ke and Ch were occasionally 
higher than those shown in the curves (45 and 25 per cent re.spectively) . 
Furthermore, the length of the induction period seen in the curves is 
subject to considerable variation even under apparently identical condi- 
tions. In some experiments carried out under “standard conditions” no 
induction period at all was noted; the reaction proceeded from zero time 
at an approximatel}’^ constant rate', and the time necessary to reach the 
level state was correspondingly shorter. It is likely that these variations 
depend largel}' on the initial degree of dispersion, or on other difficultly 
controllable factors such as the presence of minute but varying amounts 
of catal 3 ’sts in the substrate and the reagents. At any rate, the final state 
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reached by the system seems to be largeb' independent of the somewhat 
variable course of the reaction in the initial phase. 

It furthermore is eiddent from Experiments 1, 2, and 3 that variation 
of the oxj'gen pressure between 1 and 0.2 atmosphere, and of substrate 
concentration between 0.05 and 0.5 per cent, does not modifj' the results. 

Influence of pH and of Detergent — On account of the decreased emulsify- 
ing power of stearate at pH values lower than 7 the influence of pH was 
investigated with Duponol PC as the detergent. In these experiments 
(Nos. 4 to 7) some of the analytical samples were lost, as they became dark 
bronm on evaporation of the ether, probably because the laur^'lsulfonic 

Table II 

Influence of pB and Detergent 

Experiment 4 — 500 mg. of cholesterol in 60 cc of alcohol; 1 gm. of Duponol, 10 cc. 
of phosphate buffer in 1 liter of water. Experiment 5 — .As in Experiment 4, but 30 
•ng. of cholic acid, neutralized with sodium hydroxide, instead of Duponol. Experi- 
ments 6 and 7 — .\s in E.xperiment 4, except for the pH adjustment. Reaction tem- 
perature 85°. 


Ex- 

peri- 

raenl 

No. 

Detergent 

pH 


0 5 
hr 

1.0 hr. 

1 

1.5 1 
bis. 

1 

2 brs. 

! 

2.5 

hn 1 

'l 

5 hrs. 

1 1 

5 hrs. : 

6 hrs 

9 hrs. 








fer 

ter 

$et 

ter 

trr 

fer 





«rti 


cent 1 

1 

cent 

cent 

cent 1 

cent , 

cent 

4 

Duponol 

7 S 

Ke 

0 

Trace 

4 0 

9 

14 


41 






Ch 

0 5 

1 4 

2 1 

10 

22 


18 



5 

Na cholate 

7 8 

Ke 

1.9 

4.5 

1 

18 1 


40 

38 

i 





Ch 

0 

Trace ! 


11 

1 

21 

IS 

1 


6 

Duponol 

6 5 

Ke 


0 6 


6.4 


13 

35 


45 




Ch 1 


Trace i 


6 0 


9 

19 


17 

7 


9.5 

Ke 1 

3 7 1 

8 0 j 




38 


43 


1 

1 



Ch 

3 0 1 

7 0 1 


i 

! 

19 


20 



acid (Duponol) had not been completely removed. Sodium cholate was 
used in one e.xperiment in which the pH was near the usual range. 

The final levels of Ke and Ch in the four experiments recorded in Table II 
are not markedly' different from those obtained under “standard condi- 
tions.” In graphic representation a prolongation of the short induction 
period seen in Fig. 2 is apparent at pH 7.8 with Duponol and vith cholate. 
At pH 6.5 with Duponol this delay is even somewhat greater, while at 
pH 9.5 with the same detergent the reaction seems to start faster than 
under “standard conditions.” .All in all the effect of pH on reaction rate 
vithin the range 6.5 to 9.5 was not of a magnitude to warrant more de- 
tailed examination. Also, in x'iew of the facts pointed out in the preceding 
section, it is questionable whether the obseiwed differences in the induction 
period are solely referable to the variation of the pH. 


;3IG AUTOXIDATION OF STKKOLS. Ill 

Other experiments at 85° were carried out mainly to ascertain the reason 
for the incompleteness of the autoxidation. 

Experiment 8. Standard Conditions — ^The final levels of Ke and Ch were 
40 and 20 per cent respectively. The aeration was interrupted after 5 
hours and the sterol mi.\ture was isolated as previously described (2). 
The dried material was then reemulsified with stearate and aerated in the 
usual manner for several hours. Contrary to our expectation the above 
levels of Ke and Ch remained absolutelj’’ unchanged throughout this 
period. A similar experiment with stigmasterol, which is recorded in 
detail in Paper I'\'' of this series, confirmed this result in its essential point. 
This finding renders it improbable that the inertness of the remaining 
cholesterol towards further attack by oxygen is due to insufficient emul- 
sification of a portion of the original substrate, or to a change in the degree 
of dispersion during the reaction. The factor concerned must be either (1) 
an inhibiting substance formed during the reaction, or (2) a preformed 
catalyst which loses iis effectiveness as the reaction progresses. In view 
of the outcome of Experiment 8 it is unlikely that such substances are 
derived from the soap or from the solvents. That the emulsifying agent 
plays a role in limiting the reaction is also improbable in view of the fact 
that the same degree of inhibition was obserr’ed with such chemically 
dissimilar detergents as stearate, cholate, and Duponol. All the facts 
therefore point to the substrate or to the reaction products as the ultimate 
source of the inhibition. 

To decide between the two alternatives mentioned, a synthetic mixture 
simulating the composition of the autoxidized material was emulsified and 
aerated (E.xpcriment 9, Table III). All four compounds used were pre- 
pared by the usual chemical methods and not by autoxidation in order to 
exclude the presence of traces of yet unidentified autoxidation products, 
which might act as inhibitors. The Ke and Ch levels remained exactly 
at the initial values. This result proves that the inhibition is caused by 
the accumulation of the reaction produces and not by inactivation of a 
catalyst derived from cholesterol. 

In the following experiments (Nos. 10 to 12) each of the reaction product.'^ 
was tested separately for its inhibiting pow'er, except for the two diols 
which w'erc added together. The initial percentage of these compounds 
in the mixture corresponded to their final level under standard conditions; 
the remainder was made up of cholesterol. The presence of 40 per cent 
ketone (Experiment 10) permits the production of the usual amount of 
chromogens, but markedly inhibits ketone formation. A deficit is appar- 
ent in the determination of the initial Ke value (35 instead of 40 per cent); 
so that the calculated percentage of newly formed ketone (15.7) is prob- 
ably somewhat too high. On the addition of a small amount of 7-keto- 
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cholestadiene (Experiment 11) the formation of 7-ketocholesteroI is also 
markedly, and that of chromogens slightly, inhibited. Conversel}', the 
presence of 20 per cent of a mixture of the chromogenic diols (Experi- 
ment 12) decreases chromogen production to about one-third of the ex- 
pected value, while the percentage of newly formed ketone is proportionally 
greater, though it also falls short of the usual 40 per cent. Although 
those figures in the last column of Table III which are computed from dif- 
ferences in initial and final levels are necessaril 3 ’’ subject to considerable 
error, two significant facts are clearl 5 " revealed bj' the results. The extent 

Table III 

Auloxidalion of Cholesterol al 85’‘, with Reaction Products Added at Start 


Mixtures, about 100 mg., in 5 cc. of alcohol; 3 cc. of sodium stearate, 0.9 cc. of 
phosphate buffer, 100 cc. of water. I, cholesterol; II, 7-ketocholesterol; III, 7(a)- 
hydroxycholesterol ; IV, 7(^)-hydroxj'cholc3teroI; V, 7-keto-A*'‘^:hoIestadiene. 


Eipcri- 

xnent 

No. 

Composition 

1 

pH 


0 hr. 

1 hr. 

1 

2 hr$. 

J hrs. 


ffir. 



fereettS 

percent 

Per cent 

percent 

9 

40.3 I, 39.8 II, 10.1 III, 

8.0 

Ke 

42 

42 

42 

42 (0) 


9.8 IV, 3.1 V 


Ch 

19.0 

18.8 

16.7 

18.7 (0) 

10 

61.1 I, 39.5 II 

8.0 

Ke 

35 

38 

42 

45 (15.7) 



Ch 

0 

7.7 

9.5 

11.4 (18.8) 

11 

94.0 I, S.5 V 

8.2 

Ke 

1.3 

9.6 

12.8 

12.8 (13.5) 



Ch 

0 

10.7 

14.3 

13.8 (14.6) 

12 

80.4 I, 9.9 III, 10.2 IV 

7.9 

Ke 1 

0 

3.0 

19.2 

19.2 (24.0) 




Ch 

18.8 

20.5 

21.6 

24.1 (6.6) 


The figures under ‘‘per cent” designate the amounts of ketone and chromogen 
present in the mixture after 0, 1, 2, and 3 hours, expressed as per cent of total sterol. 
The figures in parentheses in the last column designate ketone and chromogen newly 
formed after 3 hours from the cholesterol initially present, expressed as per cent 
of cholesterol. 

- Ke,)100 

Thus (Ke) = — — — 

% cholesterol 

of total autoxidation is markedlj’- decreased by any single one of the reac- 
tion products, and the inhibition is more specifically, though not exclu- 
sively, directed against the formation of those end-products which are of 
the same type as the inhibitor; i.e., either 7-ketones or 7-hydroxj' com- 
pounds. It is obviously the siunmation of these inhibiting effects which 
brings the reaction as a whole to a standstill. 

A few experiments were performed at 85” to supplement our observa- 
tions on the effect of certain solvents at 37°. The addition of 2 cc. of 
pj-ridine per liter, which increased the speed and e.xtent of the formation 
of Ke over the control at 37”, had no such effect at the higher temjjerature. 
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However, the substitution of acetone for alcohol as the solvent for choles- 
terol completely prevented the reaction, as it did at 37°. Since alcohol 
was added with the soap, this inhibition was not due to absence of this 
solvent. 

Reaction Temperature 37°. Fig. S, Experiment 13 — Fig. 3 shows the 
course of the reaction at 37°. It will be noted that the abscissa units are 
days instead of hours as in Fig. 2. The yield of ICe in this experiment 
reached 65 per cent after 12 days, wliile the formation of Ch ceased after 
2 days at a level of 10 per cent. 

Experiment 14 — 0.5 gm. of cholesterol in 50 cc. of alcohol; 20 cc. of 
sodium stearate, 20 cc. of buffer in 1 liter of water; pH 8.4; after 10 minutes 
stirring under Nj at 85° and cooling three aliquots were taken. Solution A, 



Fig. 3. Autoxidation of cholesterol at 37". Experiment 13, 100 cc. portion of 
colloidal solution prepared at 85° from 5 gm. of cholesterol, 150 cc. of alcohol, 1 gm. 
of sodium stearate, 10 cc. of phosphate buffer, 1 liter of water; pH 8.0; reaction 
temperature 37°. 

500 cc., 37°, aeration with Os (slow bubbling); Solution B, 200 cc., cooled 
in ice and kept at about 4° in the refrigerator; Solution C, 125 cc., saturated 
ivith Os and kept at room temperature (about 25°). The Ch curve 
obtained for Solution A was similar to that of Experiment 13, the level 
becoming established at 11 per cent after 2 daj’^s, and remaining approxi- 
matel 3 ’’ constant up to 18 days (13 per cent). The curve for Ke differed 
from that in Experiment 13 in that the level (64 per cent) was reached 
after 4 days and then remained unchanged up to 18 days. No Ke and Ch 
were formed in Solution B up to 18 days. Solution C, 2 days, Ke 26 per 
cent; 18 days, Ch 14 per cent, Ke 60 per cent. 

It appears from Experiments 13 and 14 that at 37° the production of Ke 
is considerably greater, and that of Ch lower, than at 85°. However, it 
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must be emphasized that the yields, especially of Ke, are not as ■well repro- 
ducible as those obtained at the higher temperature. Though the high Ke 
values recorded above could be duplicated in a few more experiments, in 
others they were considerably lower (40 per cent or even less). Also, the 
shape of the curves, especially in the initial phase up to 4 days, varies 
somewhat. As far as the results obtained ■with the present procedure per- 
mit any conclusions, it appears that one of the factors causing variable 
results is the initial degree of dispersion, which probably cannot be exactly 
reproduced in every instance. Another factor may be the formation, 
during the short heating required in the preparation of the sols, of small 
but variable amounts of autocatal 3 rtic substances from the substrate. In 
the following experiments designed to test the influence of various addi- 
tions the same colloidal solution, prepared in bulk at 85°, was therefore 
used for as manj’^ simultaneous experiments as practicable, and an aliquot 
■without any addition (“blank”) was always run alongside the e.xperimental 
solutions in order to establish a basis for comparison. 

Influence of Cyanide and of Heavy Metals — In Experiment 14 a 125 cc. 
aliquot containing 0.2 mg. of sodium cyanide per cc. (4 X 10“’ m) was 
treated in the same way as Solution A. No Ke or Ch was found to be 
present after 18 days. The effect of smaller additions of cyanide was 
tested in Experiment 15 (Table IV). 

The reaction was still completelj’’ inhibited after 9 days when sodium 
cyanide was present in a concentration of 0.8 y per cc. (1.6 X 10“’ m). 
With 3.2 X 10“® M of cyanide no reaction had occurred up to the 6th day, 
but ■within the next 6 daj's the oxidation had sta'rted and reached the blank 
levels on the 12th day. As the concentration of cyanide was further 
reduced, the inhibition period became shorter, and ■with 5 X 10“’ m the 
reaction approximated that in the blank. The addition of cupric ions in 
equimolecular amounts shortened the inhibition period (Solution 10), but 
a 4-fold excess was apparently no more effective, the reaction being still 
held in abej'ance after 2 daj-s (Solution 11). However, ■with the same 
molecular ratio (5:1) the addition of cupric ions to a solution inactivated 
by cyanide for 3 days immediately started the reaction at a rate at least 
as fast as in the blank experiment. The reactivation by cupric ions, as 
well as the immediate stopping of the reaction by cyanide after it has been 
in progress for some time, is illustrated in Fig. 4 (Experiment 15a). 

The addition of potassium ferrocyanide (Experiment 15, Solution 13) 
caused a partial inhibition, but the effect is verj’ much less pronounced 
than ■with cj'anide in comparable concentration. 

Cupric ions in comparative!}' high concentration did not increase the rate 
and final levels seen in the blank (E.xperiment 15, Solution 12). The effect 
of other hear’}' metals is recorded in Table V, Experiment 16. The oxida- 



320 


AUTOXIDATION OF STEHOLS. Ill 


Table IV 

Influence of Cyanide and Heavy Metals {57°) 


Experiment 16 — 50 cc. portions of colloidal solution prepared at 85° from 1 gm. of 
cholesterol, 60 cc. of alcohol, 30 cc. of sodium stearate, 10 cc. of buffer, 1 liter of 
water; pH 8.2; reaction temperature 37°. 


Solution 

No. 

Additions 

2 days 

4 days 

6 days 

12 days 

Kc 

Ch 

Ke 

Ch 

Ke 

Ch 

Ke 

Ch 



per 

per 

per 

per 


per 

per 

per 



cent 

cent 

cent 

cent 


cent 

cent 

cent 

1 

None (blank) 

32 


35 

21 


21 

42 

15 

2 

NaCN 2 X 10-= m 

O 

o 

0 

0 


0 

0* 


3 

" 8 X 10-= " 

0 

o 





0* 


4 

“ 1.6X10-'m 

0 

o 





0* 

0* 

5 

“ 3.2 X 10-« “ 

0 

0 

0 

0 

0 

0 

42 

19 

6 

“ S X lO-’ M 

O 

o 

0 

0 

19 

17 

42 

18 

7 

“ 2 X 10-7 “ 

11 


32 

20 

42 

22 

42 

16 

8 

“ 5 X 10-» “ 

19 

19 

32 


42 

20 



9 

" 1.25 X 10-= M 

22 

21 

39 

21 

42 

22 



10 

“ 3.2 X 10-‘ " CuS04 

0 

0 



19 

16 

42 

GO 


3.2 X 10-“ M 









11 

NaCN 3.2 X 10-« sr, CuSO, 

O 

0 



21 

17 

42 



1.6 X 10-“ M 









12 

1 mg. CuS 04 (8 X 10““ m) 

32 

23 

39 

21 

42 

21 

42 

MM 

13 

8.4 mg. K 4 Fe(CN), (4 X 

3 

6.6 

7 

12 




El 


10-»m) 








■ 


* 9 day values. 



4. Inhibition of autoxidation by cj-anide and reactivation by cupric ions. 
I'l.vperinient 15a, -lO cc. portions of colloidal solution prepared as in Experiment 15 
(Table IV). Curve 1, blank (49 cc. + 1 cc. of water); Curve 2, 49 cc. + 0.2 mg. of 
NaCN in 1 cc. of water (8 X 10”‘ m); after 3 days 5 mg. of CuS04'5H50 in 1 cc. of 
water were added; Curve 3, 49 cc.; after 28 hours 1 mg. of NaCN in 1 cc. of water 
(4 X 10“^ m) was added. pH 8.3; reaction temperature 37°. 
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tion was accelerated in the initial stage by ferrous ion, and even more so by 
zinc ion, but became stabilized at the blank levels. Mercuric ion, on the 
other hand, retarded the speed of the reaction. A very marked inhibition 
which persisted for at least 6 days was caused bj' manganese II ion. A 
similar effect of manganese was obseiwed in an experiment carried out at 
85°; in this case no reaction at all occurred during the experimental period 
(5 hours). 

Table V also contains an e.xperiment (Solution 2) which shows that there 
is no perceptible difference in the rate and ex'tent of the reaction when the 
pH is lowered from 8.2 to 7.4. 


Table V 

Influence of Heavy Metals 

Experiment 16 — 1 liter of colloidal solution prepared at S5° as in E.xperiment 15 
(Table IV), e.xcept that all operations were carried out under nitrogen till after 
cooling. The 50 cc. portions were aerated shortly for saturation with air oxygen. 
pH 8.2, reaction temperature 37°. 


SolaUoa 

No. 

j 

2 days 

4 days 

j 6 dal's 

ID days 


! Ke 

1 Cb 

' Ke 

Ch 

la 

Cl 

m 

Cb 


1 

ftr 

unt 

ter 

cent 

per ' 
cent 

per 

cent 

per 

cent 

per 

cent 

per 

cent 

per 

cent 

1 

None (blank) 

14.4 

12.5 

38 

16 

45 

16 

48 

14 

2 

“ “ pH 7.4 

14.4 

12.5 

38 

15 

45 

16 

48 

15 

3 

2 mg. FeSOj-THjO (1.4 X 

10-< M) 

24 

13 

42 

14 

3S 

13 

45 

15 

4 

2 mg. ZnCli (3 X 10~< m) 

35 

15 

42 

14 

42 

14 

42 

12 

5 

2 " HgClj (1.5 X 10-* sr) 

11.2 

8.8 

22 

10.5 

38 

14 

45 

15 

6 

2 “ ]MnCl!-4H.O (2 X 

10-< M) 

0.96 

2.2 


2.4 

4.2 

6.0 

26 

12 


Other Additions — ^Phenol (10 mg. per 50 cc.), which is known to form 
comple.xes with heavj- metals, prevented the reaction completely' up to 12 
days. The same result was obtained with salicylaldoxime (10 mg. per 50 
cc.), which more specifically inhibits catalysis by copper, and, contrary to 
e.xpectation, with hemin (1 mg. per 50 cc.). The latter compound was dis- 
solved in pyridine before addition, and consequently a control vith the 
same amount of pyridine alone (0.1 cc. per 50 cc.) was set up. In this solu- 
tion the reaction proceeded much faster, and more ketone was formed than in 
the blank. The values obtained after 2 and 10 days mtU suffice to illustrate 
this effect. 

Blank. 2 days, Ke 5.7, Ch 9.0; 10 days, Ke 2S, Ch 14 
Pyridine. 2 “ " 42, “ 14; 10 " " 04, " 13.5 
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The experiment was repeated with additions of 0.1 and 0.01 cc. of pyridine 
per 50 cc., and spacing of the determinations within the first 4 days. The 
accelerating effect was confirmed in both cases. Only the final (4 day) 
values of Ke are given here : blank, 29; pyridine additions, 48 and 50 respec- 
tively. On the other hand, the addition of collidine (0.1 cc. per 50 cc.) gave 
values little different from those of the blank. 

In another set of experiments the influence of organic solvents was in- 
vestigated. The usual course of the i-eaction was not altered by more than 
doubling the amount of alcohol over that added with the soap and choleste- 
rol. The presence of 10 per cent methanol or dioxane in addition to the 
ethanol had no influence, while acetone in the same concentration caused 
complete inhibition. With 4 per cent acetone the inhibition was only 
partial. 


DISCUSSION 

The type of autoxidation which cholesterol undergoes, namely attack of 
the methylene group next to the double bond leading to the formation of 
the corresponding a, /3-unsaturated ketone and alcohol, has numerous paral- 
lels in the cyclohe.xene and terpene series. Thus a-pinene is slowly oxidized 
at room temperature by air oxygen to verbenone and verbenol (7, 8), and 
limonene to carvone and carveol (9) ; in the case of /3-phellandrene only the 
ketone has been isolated (10), while cyclohexene seems to yield preponder- 
antly A^-cyclohexenol-l (11-13). These reactions are effectivel}’- catalyzed 
by colloidal osmium (8, 14) and, as Cook’s (13) more recent work shows, by 
iron phthaloc 3 ’-anine. The latter studj'’ is of particular intei'est here, be- 
cause cholesterol was among the substrates used. While the compounds 
containing the cyclohexene nucleus, and others such as tetralin, A--octalin, 
and diphenylmethane were readily autoxidized in the presence of the cata- 
lyst, cholesterol in benzene solution failed to take up any oxygen even after 
several hours at 80°. Cholesteiyl acetate, on the other hand, when simi- 
larl.y treated in xjdene for 42 hours, yielded some 7-ketocholesteryl acetate 
besides unidentified by-products. It is interesting to note that in aqueous 
colloidal solution the situation is just the opposite. Here a free hydro.\yl 
group is a prerequisite for rapid oxidation, while esterification all but pre- 
vents the reaction (Paper IV of this series'). Cook’s view that the activat- 
ing effect of the double bond is counteracted by the free 3-hydroxy group is 
therefore too simple an explanation which does not cover all the facts. 
AVhat seems to matter in both cases is the polarity of the substrate relative 
to that of the solvent, a relationship which in some way must determine the 
manner in which Ring B is exposed to, or brought in contact with, the cata- 
lyst and vith molecular oxygen. 

Cook’s experiments as well as some of the previous work on'terpenes 
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indicate that autoxidations of this tj'pe are markedl 3 ' accelerated b 3 ’, if not 
whol] 3 ' dependent on, heav 3 ’ metal catal 3 'sis. In the case of colloidal cho- 
lesterol the participation of hea^y metals seems to be obh'gatot 3 ', as the 
system is inhibited b3’ extreme^* small amounts of C3'am'de, but can be re- 
activated b 3 ' an excess of cupric ions. Since the spontaneous reaction is 
somewhat, but not greatl 3 - accelerated b 3 ' the addition of zinc or ferrous 
ions, the traces of heavy metals present in the substrate or the reagents must 
be nearl 3 ' equal to the catal 3 'ticall 3 ' optimal amount. It seems probable 
that the much greater ease with which cholesterol is autoxidized in the col- 
loidal than in the molecular dispersed or molten state is due to the fact 
that the substrate itself ma 3 ^ act as the carrier for the catah-st and thus ma 3 - 
increase the efficienc 3 ' of the latter. 

There is hardl 3 ' any' doubt that this catalysis is concerned with the forma- 
tion or decomposition of an unstable cholesterol peroxide, or most probabh- 
with both these reactions. Stable moloxides or pero.xides of C 3 'clohe.xene 


Cholesterol -1- O,- 





— OOH 




+ H:0 (I) 


/\/\/\ 

HO H HO 0 




:,o 



HO H 


+ H:0, (II) 


—OH 


(15) and tetralin (16) are knotvn to exist, and tetralin peroxide on addition 
of iron phthalocyanine rapidly decomposes to a-tetralone and water (13). 
Jn the case of cholesterol such a mechanism would readily account for the 
formation of the 7-ketone (Equation I). The 7-hydro.x3' compounds could 
arise by interaction of the unstable peroxide- with water with the elimination 
of hydrogen peroxide, the latter being subsequently decomposed catalyti- 
cally by' the heavy' metal (Equation II). 

A 2-step reaction, in which the diols formed in Equation II are subse- 
quently o.xidized to the ketone, appears out of the question, because these 
compounds remain entirely' unchanged on aeration in colloidal solution. 


’The formulation of the unstable cholesterol peroxide as in Equation I 
(a-methj’Ienic hj-droperoxide type, as opposed to the double bond adduct type) is 
in accord with the conclusion reached by Criegee el of. OS), and more recently by 
Farmer and Sundralingam (19) regarding the structure of cycloheiene peroxide. 
An analogous formulation has also been adopted by Cook (13) for tetralin 
peroxide. 



324 


ATJTOXIDATION OP STEROLS. Ill 


As to the reverse reaction, the only way wliich the diols could arise from 
the ketone is by interaction of the latter with cholesterol and water, which 
is highly improbable. 

The fact that both epimeric 7-hydroxycholesterols are formed requires 
some comment. The 7(/3)-diol has hitherto been accessible only by per- 
manganate oxidation of cholesteryl acid phthalate, but we have recently 
found that it can also be obtained, together with the a epimer, by reduction 
of 7-ketocholesterol with aluminum isopropylate.® However, as pointed 
out above, it is difficult to fit such a reductive mechanism into the autoxida- 
tion scheme. We prefer the simpler explanation that in the fixation of 
oxygen at C7 either of the 2 hydrogen atoms may be replaced by the perox- 
idic group, and that the configurations thus established persist when the 
stereoisomeric peroxides are decomposed to the diols. 

In general it does not seem likely that the formation of Ke and Ch, 
though it always occurs simultaneously, is linked in a coupled reaction. 
The fact that all extraneous inhibitors so far discovered (cyanide, manga- 
nese, phenol, salicylaldoxfime, hemin, acetone) block both these pathways 
is hardly evidence to the contrary, since they may do so simply by prevent- 
ing the formation of the common precursor. Furthermore, the partial 
inhibition set up by each of the reaction products, which is specifically di- 
rected against the formation of compounds of the same type as the inhibi- 
tor, indicates that the two pathways are at least to a certain extent indepen- 
dent. However, since in spite of the inhibited formation of one type of 
end-product, for instance of Ch, the other, Ke, is not proportionally 
increased, it is necessary to assume that the inhibition set up by the end- 
products extends to the formation of the precursor. The existence of true 
equilibria, such as these experiments suggest, is difficult to reconcile wth the 
generally irreversible nature of autoxidative processes in which peroxides 
are intermediates, as well as TOth the older views of colloid chemistry which 
consider colloidal systems as essentially “diphasic.” The latter objection 
does not necessarily apply if the sols used by us represent partially or com- 
pletely “solubilized” systems, as defined by McBain (17). 

Some of the results obtained Avith catalysts and inhibitors might be con- 
sidered at this point. Ferrous and zinc ions, though they accelerate autoxi- 
dation in the initial phase, do not increase the yields of Ke and Ch beyond 
those attained in the spontaneous reaction. When the onset of the reaction 
is delayed, as is the case with intermediate concentrations of cyanide (Table 
IV, Solutions 5 to 7), the levels eventually reached and maintained are 
like\vise those of the blank experiment. After this state is once reached, 
the addition of a heavy metal catalyst does not produce any change. Thus 
the system tends to approach a steady state which resembles an equilibrium 


’ Wintersteincr, O., and Ruigh, \V. L., J. Am. Chem. Soc., in press. 
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in so far as it is independent of the rate by which it is attained. On the 
other hand, it is difficult to conceive that the over-all reaction is in an}- 
sense reversible. Most likely the phenomenon is somehow connected with 
the colloidal state of the system. Since it was shown that insufficient dis- 
persion of a part of the substrate cannot be the limiting factor, one might 
think of a gradual displacement of the substrate on the surface of the micelle 
by the more polar end-products, preventing further fixation of oxj-gen by 
the former. However, this concept would require some additional hypothe- 
sis to explain the specific inhibition effects exerted by the single reaction 
products. 

This as well as various other aspects of the present study- will have to be 
clarified by future work. Especially the paradoxical finding that hemin 
blocks the autoxidation in\ites closer e.xamination of the role played by 
hea'vj- metal complexes in general. Another of our objects is to approxi- 
mate physiological conditions stiU more closely by eliminating the organic 
solvent and the detergent. Qualitative e^•idence (4) indicates that these 
components are not essential for the autoxidation of colloidal cholesterol. 
It also remains to be determined how the reaction proceeds in biological 
media and in the presence of biocatalysts. 

smouRv 

The autoxidative formation of 7-ketocholesterol and of 7-hydro.xycholes- 
terols from aqueous cholesterol sols has been studied quantitatively under 
various conditions. The speed of the reaction is primarily dependent on 
temperature, while concentration, pH, oxygen pressure, and the nature of 
the detergent exert comparatively little influence. At 85° the reaction 
invariably comes to a standstill after a few hours with about 40 per cent of 
ketone and 20 per cent of the diols formed. It has been shown that it is 
the accumulation of the reaction products which limits autoxidation to 
these levels. Both types of reaction products participate in brin^g about 
this inhibition, but each of them more specifically hinders the formation of 
its own kind. 

Small quantities of cyanide completely stop the auto.xidation. With still 
lower concentrations of cyanide the reaction is merely- delayed, and then 
proceeds till the normal levels are reached. The cyanide-inhibited system 
can be reactivated by cupric ions. Ferrous and zinc ions moderately- ac- 
celerate the spontaneous reaction, but do not effect a greater conversion. 
Manganese causes a very- marked inhibition, while phenol, salicylaldo.xime, 
and hemin completely- prevent the reaction. Whenever inhibition occurs, 
the formation of both the ketone and the diols is retarded, or entirely- sup- 
pressed. 

A reaction mechanism invoh-ing the intermediary formation of a choleste- 
rol 7-peroxide is proposed and discussed. 
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Xew Brunswick) 
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The ease lUth which cholesterol is converted into 7-ketocholesterol and 
7-hydroxycholesterols bj' aeration in aqueous colloidal solution has stimu- 
lated a study of the behavior of cholesterol esters and of other unsaturated 
sterols in this reaction. The formation of 7-ketones and of the chromo- 
genic diols was foOowed quantitatively as described in Paper III of this 
series (1). IITien the substrate was a sterol with a double bond in a posi- 
tion other than 5-6, at least the spectrographic method could be relied 
upon to give some indication whether oxidative attack had occurred, 
since a,6-unsaturated ketones are almost invariably formed in this type 
of auto.xidation (see the “Discussion” in Paper III). 

The cholesterol esters used were the acetate, palmitate, and oleate; the 
acid succinate was found to be unsuitable for our purpose, as it was par- 
tially h 3 'drolyzed under the experimental conditions. The acetate and 
palmitate reacted with oxygen to form the ketone and chromogen, but 
at a verj- much slower rate than free cholesterol. The oleate jdelded onh- 
traces of chromogen ; the ketone could not be accurateh' determined in the 
autoxidized material from the oleate, b-cause end-absorption obscured the 
characteristic maximum, but to judge from the extinction at 240 my the 
amounts present were likewise extremelj' small. It i.s not quite clear to 
what extent the positive results were due to a gradual bj'droh’sis of the 
esters and concurrent oxidation of the free cholesterol thus formed. But 
whether or not the esters had reacted as such, esterification unquestionably 
provides strong protection against the o.xidative attack. .As alroadv 
pointed out in Paper III, this holds true onlj’ for autoxidation in aqueous 
colloidal solution; bj’ contrast, in organic solvents free cholesterol is resist- 
ant to oxygen, while the acetate was found to be readilj- oxidized (2). 

The sterols investigated were stigmasterol, campesterol, fucosterol, 
3(/3)-hj-droxy-A*-choIenic acid methyl ester, a-spinasterol, allocholesterol, 

* Recipient of a Squibb Research Fellowship, 1941—42, administered by the 
American Scandinavian Foundation. Present address, Caroline Institute, Stock- 
holm, Sweden. 
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and A®-choIestenediol-3, 4 (czs). Among these, the first four, which struc- 
turally correspond to cholesterol in that they possess a 5 , 6 double bond, 
were oxidized in the same manner as cholesterol: that is, Avith the forma- 
tion of the 7-ketone and of chromogens. In the case of stigmasterol and 
campesterol (A®-24-epi-ergostenol) (3) tlie ketones were actually isolated. 
The reaction in all these instances took the typical course inasmuch as 
the formation of the autoxidation products came to a standstill after a 
few hours, as shown in Fig. 1 for stigmasterol. The final levels of Ke 
and Ch were generally lower than in the cholesterol experiments.* Though 
the plant sterols and the hydrox}'^cholenic acid ester did not emulsify as 
readily as cholesterol, insufficient dispei-sion does not seem to be the cause 
of the low yields. This follows from the experiment Avith stigmasterol, 
in Avliich the products resulting from the autoxidation of stigmasterol were 
reemulsified and subjected to a second aeration. The levels of ketone 
and chromogen remained unchanged, indicating that, as in the case of 
cholesterol, the reaction is limited by the accumulation of the end-products. 

The autoxidation products of a-spinasterol (A®=*‘*'“'^^-stigmastadienol-3) 
(4) did not give the typical color in the Lifschiitz reaction. However, 
the absorption measurements indicated that at least two a,j3-unsaturated 
ketones, with maxima at 245 and 253 m^ respectively, had been formed. 
The isolation and characterization of these products had to be deferred for 
lack of sufficient starting material. It is planned to e.xtend these studies 
to other similarly constituted sterols. 

Allocholesterol showed no signs of being autoxidized; at least no light- 
absorbing substance was produced. The formation of chromogen could 
not be folloAved, as this compound itself gives (an atypical) color irith 
Lifschiitz’s reagent. It therefore seems that the hydrogen atoms in posi- 
tion G are not sufficientlj' labilized by the pro.ximity of the 4,5 double 
bond to permit attack by molecular oxygen. 

The experiment Avith A^-cholestenediol-3 , 4 brought out the remarkable 
fact that the insertion of a h 3 "drox 3 ’-l group in position 4 of the cholesterol 
molecule depriATs the latter of its reactivity. A®-Cholestenediol-3,4 did 
not 3 ’ield a trace of 7-ketone on aeration, and the intensitj’ of the Lifschiitz 
reaction given bj' this sterol itself remained unchanged throughout the 
I'caction period. It is possible that the gl 3 '-coIic arrangement of the tAvo 
h3^drox34 groups prcA'ents the proper orientation of the molecule on the 
surface of the micelle, a factor Avhich might also account for the behavior 
of the estei-s. 

As far as the scope of the present study permits generalization, it ma 3 ' 
be said that the formation of substances giving the Lifschutz reaction is 
confined to sterols of the cholesterol type. The autoxidation reaction ma 3 ' 


Ketone and cliromogen arc denoted by Ke and Ch, respectively, in this paper. 
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therefore serve as a useful implement in structural studies on sterols 
containing a cyclic double bond, the position of which is not kno\ra. The 
formation of Lifschiitz-positive products may be considered indicative of 
the presence of a 5,6 double bond. Thus the present results confirm in 
this respect the structures assigned to fucosterol (5) and campesterol (3). 
The position of the second double bond present in fucosterol is not known, 
but work in progress in this laboratoiy indicates that it is not, as was 
ori^ally supposed (6), located in the ring sj'stem, but in the side chain. 

The formation of ar,/3-unsaturated ketones, as revealed by the spectro- 
graphic method, cannot similarly be used as a structmal criterion. The 
result nith a-spinasterol shows that a cyclic double bond in other, even 
in the so called inactive, positions may activate adjoining methylene 
groups sufficiently to make them susceptible to attack by oxygen. In 
this respect the autoxidation reaction is entirely equivalent to the chromic 
acid method commonly used for the introduction of a keto group in 
a position to a double bond. However, in some such cases it might be 
possible to derive information regarding the location of the double bond 
from the position of the maximum (7). 

EXPERIMENTAL 

Cholesterol Esters — The esters investigated were the acetate, palmitate, 
and oleate of cholesterol. Since the pH had to be kept near the neutral 
point to minimize saponification, Duponol PC, which gives more stable 
sols in this range than sodium .stearate, was used as the detergent. In 
order to determine the extent of ester hydroIj’’sis under the conditions of 
the autoxidation experiment, colloidal solutions of the acetate and palmi- 
tate were prepared mth Duponol and kept at 85° under nitrogen for 
5 hours. The detergent was removed in the usual way and the recovered 
material tested with digitonin for the presence of free cholesterol. The 
solution containing the acetate remained clear, and that of the palmitate 
merely deposited some crystals of the ester itself. A third ester which 
was tested in this fashion was the sodium salt of cholesterol acid succinate. 
In this case digitonin immediately gave a precipitate, indicating that 
e.xtensive hydrolysis had occurred. The palmitate and oleate were free 
of chromogen; the acetate contained 2 per cent. The solutions, pre- 
pared by emulsifying 500 rag. of the esters with 1 gm. of Duponol in 
1 liter of water, were aerated for 6 to 8 hours at 85°. A few figures will 
suffice to show that the auto.xidation of the esters proceeds verj^ much 
more slowly than that of free cholesterol. 

Acetate, pH 7.4 — After 4 hours the values for Ke and Ch were 4.8 and 
11.5 per cent respectively. After 6 hours Ke had risen to 9 per cent. The 
preponderance of chromogen over ketone was noticeable also at the earlier 
time intervals. 
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Palmitate, pH 7.1 — 3 hours, Ke 4.1, Ch' 2.0 per cent; 5 hours, Ke 7.8, 
Gh 2.5 per cent; 8 hours, Ke 17, Ch 4.4 per eent. 

Oleate, pH 7.5 — 5 hours (Ke 2.7), Ch 1.9 per cent; 8 hours (Ke 3.2), 
Ch 2.3 per cent. The ketone values as given are almost certainly too 
high, since the absorption maximum at 240 mju was masked by end- 
absorption. The interfering substance was not present in the starting 
material. 

The results are difficult to interpret in so far as, notwithstanding the 
control experiments vith digitonin, it is conceivable that some ester 
hydrolysis may have taken place. In this case the autoxidation rate 
would be determined by that of the hydrol 5 "sis, and this seems to be borne 
out by the approximately linear character of the reaction curves (not 
counting the disproporuional rise between the 5th and 8th hour in the 
experiment with the palmitate). Application of the digitonin reaction 
to the autoxidized samples was not attempted, since the digitonides of 
the ketone and the diols are much more soluble than that of cholesterol. 
At any rate the results leave no doubt that esterification of the hydroxyl 
group greatly restricts the ease with which the sterol in the colloidal state 
is attacked by oxygen. 

OUxcr Sterols — The sols were prepared with sodium stearate, as described 
for cholesterol in Paper III (1). It should be mentioned that none of the 
sterols emulsified as completely under these conditions as cholesterol. 
The solutions were more or less milky in appearance, wliile the cholesterol 
sols are so transparent that it is possible to use them directly for ultra- 
violet absorption measurements. In some instances there was a definite 
tendency towards flocculation or crystallization; this could be sometimes, 
but not alwaj'S, pi’cvented by adding more than the usual amount of 
alcohol. 

All c.xperiments were carrica out at 85°. The values for ketone and 
chromogen formed are given as per cents of the starting material in order 
to make the results comparable with those obtained with cholesterol. 
Only compounds of the cholesterol type (5,G double bond, 3-hydroxyl 
group) were found to give the tj'pical color reaction with Lifschiitz’s 
reagent after aeration. The use of the standardization curve of 7(/3)-hy- 
droxycholcsterol for computing the Ch content of the autoxidized mate- 
rial in these cases is justifiable on the basis of the colorimetric results 
obtained with other 7-hj’droxy.sterols (Paper III, Table I). The onl}' 
correction applied in calculating Ch was for the differences in molecular 
weight. The molecular extinction coefficient of 7-ketocholesterol used 
for computing the Ke content was assumed to be identical for all 7- 
kctosterols. 

Stigmastcrol (Fig. 1 ) — The curves showed no e.ssential difference from 
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those obtained under identical conditions with cholesterol, except that 
the final levels of Ke and Ch were onlj’ about half as high. 

The auto.xidized material from both runs was reco^ored by ether e.vt rae- 
tion, combined, and after reemulsification again subjected to aeration at 
85°. We hoped by this measure to raise the jields of auto.xidation prod- 
ucts, but as in the case of cholesterol (Paper III, Experiment 8) no further 
reaction took place. Ke and Ch remained stationary at the initial levels, 
which correspond appro.ximatel 3 ' to those attained in the second run, since 
the bulk of the combined material was derived from the latter. 

The sterol mixture was again recovered and separated with Girard’s 
Reagent T into ketonic and non-ketom'c fractions. The former on crys- 



Fig. 1. .Auto.'ddation of stigniasterol at So”. E-xperiment 1, 500 mg. of stig- 
masterol inTOcc. of alcohol; 20cc,of sodium stearate in 1 liter of water; pH about 8.5; 
air. Experiment 2, 5 gm. of stigmasterol in 200 cc. of alcohol; 2 gm. of sodium stea- 
rate in 1 liter of water; pH about 8.5; air; emulsification poor, partial crystallization. 
E.xperiment 3, recovered material from Experiments I and 2 reemulsified with 300 
cc. of alcohol, 4 gm. of sodium stearate, 1 liter of water. In spite of very slow addi- 
tion there was partial crystallization. .Aerated for 2 hours. Ke,, Ke., Kei, ketone; 
Chi, Chi, Chi, chromogen in the respective e.xperiments. 

talhzation from ether-pentane j-ielded platelets melting at 130-135°. Rc- 
ciystaUization did not improve the melting point, but the ^ctrum indi- 
cated that this product consisted essentiallj' of the hitherto imdescribed 
7-ketostigmasterol (c-jrmp = 13,000). It was converted with acetic anhy- 
dride and pj'ridine into the acetate, which after two recrj-stallizations from 
methanol melted at 184-186° (corrected). A mixture with an authentic 
preparation of 7-ketostigmasterj'l acetate (m.p. 186.5°) showed no depres- 
sion of the melting point. 

WS = —110° (0.9% in chloroform); reference preparation, —109.3°; e.r=. =• 
12,300 

Anolym— CiiHiiOi. Calculated. C 79.44, H 10.32 
Found. •' 79.12, “ 10.09 
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The acetate was saponified with methanolic potassium carbonate solu- 
tion (8). The free ketone was purified by precipitation with digitonin 
and repeated reciystallization, but the melting point remained unsharp 
as was the case with the original preparation (137°, after sintering at 120°). 

Campesierol — 1 gm. of campesterol (m.p. 158°), in 75 cc. of alcohol; 
30 cc. of sodium stearate, 10 cc. of phosphate buffer in 1 liter of water; 
pH 9.0. The reaction took the usual course in that it became stationarj'^ 
after 3 hours, but the Kc to Ch ratio did not approximate 2 as in most 
other experiments at 85° (Ke 19, Ch 17 per cent). 

The ketone was isolated in the form of the acetate as described in the 
experiment with stigmasterol. After three recrystallizations the melting 
point became constant at 105°. Later this compound, which had not 
been described before, was prepaied by the chromic acid method (9). This 
preparation melted at 177-178° (conected), showing that the keto ace- 
tate derived from the autoxidized sterol was still impure. This was con- 
firmed b 3 '’ the low value of the molecular extinction coefficient (9000). 

Fucosterol — 400 mg. of fucosterol (m.p. 121°) in 75 cc. of alcohol; 20 cc. 
of sodium stearate in 1 liter of water; pH 8.2. The final levels, reached 
after 2J- hours, were 29 per cent for Ke and 14 per cent for Ch. 

a-Spinasterol — 200 mg. of a-spinasterol (m.p. 168°) in 50 cc. of alcohol; 
70 cc. of sodium stearate, 10 cc. of phosphate buffer in 1 liter of water. 
The autoxidized material gave a brown instead of a blue pigment with 
Lifschtitz’s reagent. The spectrographic measurements revealed the pres- 
ence of a substance absorbing light around 245 mu; a control determination 
showed that the starting material was entirely transparent in the ultra- 
violet region. The intensity of this absorption became constant after 
2 hours aeration ivith « = 1300, computed on the molecular weight of a 
ketospinasterol The material was recovered and treated ivith Girard’s 
reagent. The spectrum of the ketonic fraction (8.2 mg.) exhibited the 
original maximum at 245 m/i (e = 3000). However, most of the sub- 
stance responsible for this absorption had remained in the non-ketonic 
fraction (158 mg., « = 800). Furthermore, a new peak at 253 m^ was 
clearly visible in the spectrum of this fraction. Further characterization 
of these products, obviously a,/3-unsaturated ketones, will have to await 
the preparation of larger amounts of starting material. 

3 {p)-Hydroxy-A^-cholenic Acid Methyl Ester — 100 mg. of the ester in 10 
cc. of alcohol; 3 cc. of sodium stearate, 1 cc. of phosphate buffer in 100 cc. 
of water; pH 8.1. A considerable portion of the ester remained unemulsi- 
fied. The levels, reached after 2 hours, were 8 per cent for Ke and 10 
per cent for Ch. 

Allocholesterol — The spectrum remained blank. The chromogen value 
could be determined, as this compound itself gives a pink color with Lif- 
schiitz’s reagent, which turns purple after a few minutes. 
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A^-ChoIcstencdiolS , 4(cis) — light-absorbing substance was formed, 
and the chromogen value remained unchanged throughout the 5 hour 
reaction period on the level given by the starting material (29 per cent 
of that of 7(d)-hydrox}'cholesterol). The diol was recovered unchanged. 

SU.MSfAKV 

The course of the autoxidation of three esters of cholesterol in aqueous 
colloidal solution at 85° has been investigated. The results indicate that 
esterification greatly diminishes the susceptibility to attack by oxj'gen. 

The behavior of several unsaturated sterols in this reaction has been 
studied. Compounds of the cholesterol tj-pe (stigmasterol, campesterol, 
fucosterol, 3(/3)-hydroxj'-A“-cholenic acid methyl ester) are oxidized in the 
tj’pical manner to 7-ketones and chromogens. The reaction curves re- 
semble those obtained with cholesterol, except that the final levels of 
ketone and chromogen were in all cases lower. AUocholesterol and A*-cho- 
lestenediol-3,4 gave no e^ndence of being aut oxidized under these condi- 
tions. or-Spinasterol did not jdeld any Lifschutz-positive products, but 
the absorption spectra indicated that two different ketones, nith maxima 
at 245 and 253 mg respective!}', had been formed. 

We are greatly indebted to Dr. N. H. Coy of the Biological Laboratories 
of E. R. Squibb and Sons for the ultra^dolet absorption measurements, 
and to Miss Mildred Moore for her able technical assistance. The analy- 
ses were carried out by Mr. J. F. Alicino, Fordham University. 
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THE INFLUENCE OF ENZYMES UPON THE ACTIVITY OF 
GONADOTROPIN OF PREGNANT jMARE SERUIM 

Bt JOHN S. EVANS axd JAMES D. HAUSCHILDT 
{From the Research Laboratories, The Upjohn Company, Kalamazoo) 

(Received for publication, July S, 1942) 

The references to enzj'matic studies on gonadotropin of pregnant mare 
serum have been verj' few and the results recorded have onlj' been of a 
qualitative nature. Cartland and Nelson (1) have reported that emulsin 
and inverlin appear to be ineffective against gonadotropin of pregnant 
mare serum, whereas trypsin and pepsin inactivate it in 6 hours. Cartland 
and Nelson believed that the pepsin inactivation nns possiblj’’ due to the 
acidity of the solution. Goss and Cole (2) and Evans, Gustus, and Simp- 
son (3) have likewise reported on the trj'psin inactivation. McShan and 
Meyer (4) have reported that preliminaiy experiments show that pt 3 'alin 
destroj's the activdtj’ of the hormone of pregnant mare senim but give no 
experimental details or results. 

This study of the action of enzjunes upon gonadotropin of pregnant mare 
serum was originallj' undertaken as a means of showing whether or not the 
carbohj'drate component of the gonadotropin is essential for the actiiitj- 
of the hormone. The experiments were extended to studj' the effect of 
proteolytic enzjTnes in an attempt to note the pre.^ence or absence of cer- 
. tain groups or linkages in the protein moietv. 

EXPEm.MEXT.\L 

Two preparations of gonadotropin of pregnant mare serum, one assaj’ing 
800 and the other 1800 i.u. per mg;, were used in this studj'. 

The ptj’alin used in this experiment was prepared b\' acetone precipita- 
tion of pooled specimens of saliva. The acetone precipitate was extracted 
uith H;0 and the aqueous solution stored in a frozen state. The prepara- 
tion was active in digesting starch. 1 cc. of the ptv'alin solution wa.s added 
to 20 mg. of the hormone (800 l.u. per mg.) in 19 cc. of phosphate buffer 
at pH 8.8. 

Emulsin was prepared as a cmde enzj-me from almonds. 2.0 rag. of 
the enzjTne powder were added to 0.G7 mg. of the hormone (1800 r.c. per 
mg.) dissolved in 10.0 cc. of NaOH-phthalate buffer at pH 5.2. 

1.0 mg. of taka-diastase (Parke, Davis and Companj-) and 9.2 mg. of 
the hormone (1800 i.u. per mg.) were dissolved in 33.2 cc. of phosphate 
buffer at pH 6.62. 

1.0 mg. of crystalline chimotiy-psin and 4.1 mg. of the hormone (1800 
i.tJ. per mg.) were dissolved in 14.35 cc. of phosphate buffer at pH 8.82. 
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1.0 mg. of commercial papain and 4.6 mg. of the hoimone (1800 i.u 
per mg.) were dissolved in 16.1 cc. of a citrate-phosphate buffer at pH 5.25‘ 

1.0 mg. of crystalline pepsin and 4.3 mg. of the hormone (1800 i.u. per 
mg.) were dissolved in a citrate-phosphate buffer at pH 3.63. 

1.0 mg. of trypsin (Wilson, 1:300) and 10 mg. of the hormone (800 i.u. 
per mg.) were dissolved in 10.0 cc. of phosphate buffer at pH 8.8. 

1 cc. of an aqueous suspension of carboxypeptidase* and 11.8 mg. of 
the hormone (1800 i.u. per mg.) were added to 40.3 cc. of a phosphate 
buffer at pH 8.82. 



Fig. 1 . Effect of nniylolytic enzymes on goimdof ropin of pregnant mare serum. 
Curve a, hormone plus phosphate buffer, pH C.62; Curve 6, hormone plus NaOH- 
phthalate buffer, pH 5.2; Curve c, hormone plus cmulsin plus XaOH-phthalate buffer, 
pH 5.2; Curve d, hormone plus phosphate buffer, pH 8.S; Curve c, hormone plus 
taka-diastase plus phosphate buffer, pH 6.02; Curve /, hormone plus ptj'alin plus 
phosphate buffer, pH 8.8. 

The enzyme was added in each case to the hormone in the appropriate 
buffer solution and incubated at 38°. At varying time intervals, samples 
were withdrawn from the solution, the appropriate dilution made, and the 
solution frozen until the start of the assa 3 ^ Assaj's were conducted b}'^ our 
routine procedure (5), ivith rats of the Sherman strain obtained from 
Rockland Farms. 400 rats were used in the experiment.^. The re.sults of 
the experiments are showm in Figs. 1, 2, and 3. 

■The enzyme suspension of carboxypeptidase was geneiously furnishod to us by 
Dr. IM. L. Anson of the Rockefeller Institute at Prinreton. 




Fig. 2. Effect of proteolj'tic enzjTnes on gonadotropin of pregnant mare serum. 
Curve a, hormone plus phosphate buffer, pH S.S; Cur\’e 6, hormone plus citrate- 
phosphate buffer, pH 5.25; Curve c, hormone plus papain plus citrate-phosphate 
buffer, pH 5.25; Curve d, hormone plus trypsin plus phosphate buffer, pH 8.8; Curv'e 
c, hormone plus chjTnotr 3 ’psin plus phosphate buffer, pH 8.8. 



Fig. 3. Effect of proteoij'tic enzymes on gonadotropin of pregnant marc scrum. 
Curv’c a, hormone plus carboxypeptidase plus phosphate buffer, pH S.S; Cur\'e 6, 
hormone plus citrate-phosphate buffer, pH 3 63; Curv’e c, hormone plus pepsin plux 
citrate-phosphate buffer, pH 3 63. 

3:17 
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DISCUSSION 

It is evident from Fig. 1 that the amylolytic enzymes, ptyalin and taka- 
diastase, very rapidly inactivate the hormone. The enzyme emuls'm in- 
activated about 30 per cent of the hoimone in a period of 25 hours. Emul- 
sin does not produce as rapid an initial inactivation as do ptyalin and- 
taka-diastase. 

It is evident that the carbohj^drate portion of the liormone is one of tlie 
parts of the molecule that is essential for the activity of the hormone. The 
initial rapid inactivation by ptyalin suggests that the carbohydrate pos- 
sesses OL linkages; however, the slow inactivation by emulsin does not 
eliminate the possibility that there may be certain p linkages present. 

Pepsin, whose optimum pH is in the acid range, when added to the 
hormone solution destroyed the gonadotropic activity at a faster rate 
tiian can be accounted for by the acidity of the buffer. This experiment 
indicates that pepsin itself will inactivate the hormone. 

The present work (Fig.s. 2 and 3) indicates that all the proteolytic en- 
zymes tested so far inactivate the hoimone to about the same degree. 
Enzyme studies therefore indicate that the activity of pregnant mare serum 
can be considered to be a function of the whole molecule and not to be 
limited to either the protein or carbohydrate moieties. 

The observation that the hormone of pregnant mare senim when dis- 
solved in a citrate-phosphate buffer was inactivated at a faster rate than 
other buffer controls at about the same pH is of interest. Bowman (6) lias 
pointed out that the activity of chorionic gonadotropin (prolan) decreased 
upon oxidation and that the activity of the preparation depended upon the 
oxidation-reduction state of the phenolic hydroxyl group of the tyrosine 
in the hormone molecule. It is possible that a similar situation is present 
in the hoimone of pregnant mare serum, because unpublished data from 
this laboratory indicate that the treatment of the hormone with iodine 
leads to inactivation. 

The work of MeShan and Meyer (4), showng that tryptic digestion of 
pituitary extracts leads to the preferential destruction of the luteinizing 
hormone, suggests that similar results might be expected with pregnant 
mare serum. At the present time we have been unable to show' anj' 
selective destraction of cither the follicle-stimulating or luteinizing factors 
in pregnant mare serum by our method of assa.y. 

The susceptibility of a substrate to a given enzyme appears to be deter- 
mined in the case of proteolytic enzymes by the presence of certain amino 
acid residues in the substrate, and in tlie case of amylolytic enzymes to 
depend upon the sugar residue and the type of linkages involved. Typical 
substrates (7) for pepsin and chymotrypsin have been shown to contain 
tyrosine or phenylalanine. However, pepsin has been shown to act on the 
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peptide linkages that involve the amino linkage of the tj^pical amino acid, 
whereas chjTnotiypsin acts upon the peptide linkage that involves the 
carboxjd group of the tjTsical amino acid. Ti^-psin acts at the carbox\-l end 
of lysine or arginine residues. 

Our results haA'e indicated that all the enzjnnes tested have inactivated 
the hormone to a certain degree. The presence of tjTosine in the hormone 
of pregnant mare serum has already been pointed out (8). Lysine and 
arginine have been determined in this laboratory' by the nitrogen distribu- 
tion method as modified by Cavett (9), and the hormone assayfing 800 i. rr. 
per mg. was found to contain about 8.8 per cent lysine and 2.1 per cent 
arginine. The histidine content was 3.25 per cent. 

STJM»L4HT 

1. Ptyalin and taka-diastase rapidly inactivate the hormone of preg- 
nant mare serum. 

2. Emulsin w-iU inactivate about 30 per cent of the hormone in a period 
of 25 hours at 38°. 

3. Pepsin, chyanotiypsin, try^psin, carboxypeptidase, and papain in- 
activate the hormone. 

4. The activity of the hormone of pregnant mare senim is a function of 
the whole molecule, since the action of the enzymes on either the carbo- 
hy'drate or protein portion of the molecule leads to inactivation. 

5. The destructive influence of citrate buffers was noted. 

6. A fraction of the hormone of pregnant mare serum assaying 800 i. tr. 
per mg. was found to contain 8.8 per cent lysine, 2.1 per cent arginine, and 
3.25 per cent histidine by a modified Van Slyke nitrogen distribution 
method. 
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LETTERS TO THE EDITORS 


AN UNIDENTIFIED NUTRITIONAL FACTOR REQUIRED BY 
THE CHICK FOR FEATHER PIGMENTATION* 

Sirs; 

Failure to develop normally pigmented feathers has been observed at 
6 weeks of age in Rhode Island Red chicks fed a basal diet containing 
66.75 parts of degerminated yellow com-meal, 15 of peanut meal, 10 of 
purified casein, 3 of soy bean oil, 0.25 of reinforced cod liver oil, and 5 of 
a salt mixture.* To each 100 gm. of this diet 300 y of thiamine, 500 y 
of riboflavun, 500 y of pyrido-vine, 700 y of d-calcium pantothenate, and 
0.5 gm. of glycine were added. 

Similar results were obtained when this diet was supplemented (either 
singly or in combination) with 0.2 per cent choline chloride or with 1 y 
of biotin given intramuscularly on alternate daj’s. AH chicks recebang 
these supplements showed abnormal feather pigmentation and develop- 
ment. When the basal diet was supplemented vvith 5 per cent dried 
brewers’ yeast, no abnormaUties in feather pigmentation and develop- 
ment were observ'ed. The results are summarized in the accompanjing 
table. 


Supplement to basal diet (20 chicks per proup) 

l 

A\crage weight 
atbwks 

Cbicks with 
sbnonnsi 
feather 
pigtaen- 
Ution 

1 Feather 

de\elopaent 

Xone 

(m 

268 ± 28 0 , 

per cml 

1 100 

Poor 

0.2% choline chloride 

346 ± 75 4 i 

1 100 

** 

1.0 y biotin 

256 ± 64 8 

! 100 

<1 

0 2% choline chloride + 1-0 r biotin 

399 ± S7.8 

100 

(C 

5% dried brewers* yeast I 

562 db 78 4 j 

1 ° 

Excellent 


The abnormal pigmentation affected most of the feathers, but was 
particularly striking in the wing and tail feathers and those of the lateral 
tracts. The tips of the primary wing and tail feathers, the development 
of which began in the fore part of the experiment, were red. As feather 
growth continued, only black pigment was deposited in many of these 
feathers. Finally when the chicks were depleted of their body stores of 
the protective factor, or as the requirement increased due to increased 
feather growth, no pigment whatever was deposited in the newly formed 

* This work was made possible by the establishment of a Fellowship at Cornell 
University by the Grange League Federation Exchange, Inc., of Ithaca. 

* Schumacher, A. E., and Heuser, G. F., Poultry Se., 19, 315 (1940). 
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])art of the feather. Tluus the same feathers often showed areas of red, 
black, and white. Many of the feathers which developed in the latter 
part of the experimental period were entirel}^ white. 

After the chicks were 6 weeks of age, a curative experiment of 4 weeks 
duration was conducted. Sixteen chicks that had the greatest amount of 
white feathers ■were selected and divided equally into two groups. One 
group was fed the basal diet plus 0.2 per cent choline chloride, while the 
other was fed the basal diet plus 5 per cent dried brewers’ yeast. The 
chicks fed the basal diet plus choline continued to develop more white 
feathers. The new feathers of the chicks fed the yeast-supplemented diet 
were dark red, whereas other older feathers became red in the pro.\’imal 
portions, while the distal portions, which developed before the chicks 
were placed on the yeast-supplemented diet, were white. 

The effectiveness of yeast was not due to a deficiency of pantothenic 
acid, since the basal diet contained more than an adequate amount of this 
■vitamin. Hence, this abnormality in feather pigmentation is distinct from 
that reported by Groody and Groody.- It was also not caused by a de- 
ficiency of biotin, as the administration of this vitamin intramuscularly 
had no influence upon pigmentation. 

Experimental work is being conducted to deteimine whether the pre- 
ventive factor is p-aminobenzoic acid or inositol. 

School of Nulrilion 
Cornell University 
Ithaca 

Received for publication, July 17, 1942 

- Groody, T. C., and Groody, M. E., Science, 9B, 655 (1942). 


James McGinnis 
L. C. Nokris 
G. F. Heuser 



FORMATION OP LACTIC ACID AND PYROTIC ACID IN BLOOD 
CONTAINING PLASMODIUM KNOT\'LESI* 


Sirs: 

The blood of Macacus rhesus monkeys infected with malaria parasites 
{Plasmodium knoiclesi) shows unusual ability to produce pjTu^c acid 
in vitro. Blood samples from animals with varying degrees and stages of 
infection were defibrinated or heparinized and incubated (37.4°) with 
gentle rocking in,flasks which contained alkali wells for absorption of COj. 
The first samples were analyzed about 10 minutes after the blood was 
drawn. Lactic acid was determined by a modified Friedemarm-Cotonio- 
Shaffer method.' PjTU\ic acid was determined by two methods- which 
gave similar results. 

Tj-pical results of nine of ten experiments are illu.strated in Fig. 1, 
although not all experiments showed the relationships between pjTuvate 
and lactate evident here. The maximum concentrations of pyrutic acid 
reached in blood from tbe ten infected monkeys were 15, 17, 19, 21, 36, 38, 
41, 48, 50, and 57 mg. per cent. A correlation between the degree and 
stage of infection and the rate and extent of pjTuvate formation has 
been noted. One sample of blood, with 23 per cent of the red cells in- 
fected with ring and small ameboid forms of the parasites, showed an 
increase of only 8 mg. per cent pjTU«c acid in 3 hours; whereas a sample 
having approximately the same number of mfected red cells, but con- 
taining predominantly mature parasites, showed a rise of 38 mg. per cent 
in 20 minutes. One sample of blood, which contained very high initial 
lactate and pj-ruvate, behaved exceptionally in that both lactate and 
pjTuvate decreased from the beginning. The py^u^•ic acid concentration 
of normal monkey blood undergoes inrignificant changes under comparable 
conditions. 

In many experiments it has been noted that after 2 or 3 hours of incuba- 
tion the Plasmodia have undergone degenerative morphological changes. 
.Also, as early as 1 to 2 hours after blood is drawn, the rate of 0; consump- 
tion usually begins to decrea.>^. These facts suggest accumulation in the 
blood of a toxic substance. 4Vhen it was found that freshly drawn blood 
contains large amounts of pjnavic acid, it seemed possible that this sub- 
stance might be the responsible agent. .A.ccordlngly, we have attempted 

* The experiments reported in this paper were aided by a grant from the Ten- 
nessee Valley Authority to the Department of Preventive ifedicine of the Uni- 
versity of Tennessee. 

' Wendel, W. B„ J. Biol. Chem., 102, 47 (1933), 

« Wendel, W. B., ./. Biol. Chem., 94, 717 (1931-32). Lu, G. D Rinrhem. J. 33. 
249 (1939). 
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to prevent accumulation of pynivic acid by the folloiving means: (a) in- 
cubation \vith 2 to 5 per cent CO 2 in O 2 , (b) incubation with bakers’ 
yeast, (c) anaerobic incubation, (d) incubation vith glycerol (250 mg. 
per cent), (e) incubation with methylene blue (0.003 per cent). The 
use of methylene blue is based upon the known ability of this dye to 
catalj^ze reduction of methemoglobin.® 



Fig. 1. Changes in vitro in concentration of lactic acid and pyruvic acid in blood 
containing Plasmodium knowlesi. Red cell count, 2,740,000; cells parasitized, 27 
per cent. 

Results — Carbon dioxide, yeast, and anaerobiosis, under the experimental 
conditions employed, did not prevent morphological changes, and of these 
agents only anaerobiosis prevented pyruvic acid formation in vitro. The 
sample of blood employed in the experiments with glycerol did not show 
usual morphological changes even in the control. Accordingly, the effect 
of glycerol upon morphology requires further study. ^It may be sig- 
nificant, however, that glycerol uniquely sustains respiration of this 
Plasmodium. 

Departments of Chemistry and Preventive Medicine William B. Wendel 

University of Tennessee College of Medicine Sydnette Kimball 

Memphis 

Received for publication, August 3, 1942 


’ For the literature see Wendel, W. B., J. Clin. Inv., 18, 179 (1939). 



SERINE INJURY* 


Sirs: 

In the course of experiments on the dietary factors affecting the com- 
position of phospholipids in tissues, an injurious action of dZ-serine on 
rats msuntained on synthetic diets was observed. The data here pre- 
sented suggest that the occurrence and gra%'ity of the injury are strictly 
correlated with the nature of the diet and with the sex of the animal 

Two experimental diets were used. Diet contained casein 10 parts, 
dextrin 37, sucrose 37, Crisco 5, cod liver oil 5, agar 2, salt mixture (Os- 
borne and Mendel) 4. Diet 2 contained casein 30 parts, dextrin 27, sucrose 
27, and otherwise was identical with Diet 1. Vitamin B complex was 
supplied in the diet in the form of dried yeast. 

White rats weighing 90 to 100 gm. were placed on these experimental 
diets. After 7 days, various amoimts of dZ-serine’ were ad minis tered dail 3 ' 
by stomach tube as supplements to the experimental diets (see the table. 
Groups 1, 2, 3, 6, 7, 8). Other rats of the same weight were maintamed 
on a stock diet’ with supplements of dZ-serine (Groups 4, 5). The ad- 
ministration of serine was continued for a maximum period of 3 weeks 
when the animals survived. As controls for the technique of administra- 
tion by stomach tube and for the possible effects of amino nitrogen sup- 
plied in the serine, several groups of rats (summarized as controls (a) in 
the table) receWed by stomach tube various other substances daily for 3 
weeks. These include distilled water (3 cc.) and aqueous solutions of 
dZ-alanine, ethanolamine, choline hj’^drochloride, and dZ-methionine (50 
to 150 mg.). Additional rats were maintained on Diet 1 and others on 
Diet 2 without supplementation to determine whether the experimental 

* Aided by a grant from the Dazian Foundation for Jledical Research The 
valuable assistance of Mrs Lillian Fishman is gratefully acknowledged 

' Most rats on Diet 1 grow for several weeks, though at a subnormal rate. Rats 
on Diet 2 exhibit normal growth, identical with that of rats on the stock diet 

^ It seems very unlikely that the injurious effects observed were due to a con- 
taminant in the senne We used mainly a synthetic product manufactured bj 
Merck and Company, Inc Theoretical values were obtained on this matenal for 
total N, — COOH, and — NHj groups both before and after five successire reerjs 
tallizations, tw o from w ater and three from 50 per cent ethanol Tests for traces of 
possible toxic substances in the original product were all negative. Furthermore, 
no qualitative or quantitative difference was observed in the action on rats bv cither 
Merck dZ-serine, Eastman df -senne, or Merck dl senne recry stallized five times 
’ Commercial diet of animal and vegetable origin containing 25 per cent protein, 
5 5 per cent fat, 48 per cent carbohydrate, 11 25 per cent ash, according to .\rcady 
Farms Milling Company, Chicago. 


345 



346 


LETTERS TO THE EDITORS 


diets alone were injurious (summarized as controls (&)). Both control 
groups showed no visible ill effects. 

The influence of diet and sex on the mortality is apparent from the 
table. In males, death usually resulted after 3 to 7 days of daily ad- 
ministration of serine in 100 mg. doses. All rats that received serine ex- 
hibited immediate cessation of growth and usually lost weight. However, 
those on the stock diet quickly resumed gro^vth at a perfectly normal 
rate, though still receiving serine daily. 


Mortality of Rats on Diets Supplemented with dl-Serine 


Group No. 

s« 

Diet No. 

Serine 

daily 

No of rats 

No. of 
deaths 

1 

Male 

1 

mg. 

50 

7 

1 

2 

H 

1 

100 

10 

8 

3 

it 

2 

100 

13 

12 

4 

1 t 

Stock 

50 

5 

0 

5 


it 

100 

7 

0 

6 

Fernalc 

1 

50 


0 

7 

41 

1 

100 


0 

8 

(( 

1 

200 


0 

Controls (a) 

Male 

1 



0 

“ (f>) 

(< 

1 and 2 

1 


19 

0 


Injury due to serine administration was characterized by anorexia, 
albuminuria, redness of the feet, hemorrhages under the nails. Autopsy 
findings on rats that died after administration of the amino acid pointed 
to a peripheral circulatory failure \vith marked congestion of the liver 
and lungs and severe damage to the renal tubules. 

Further investigations on the mechanism of the injurious action of 
serine are now in progress. 
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THE PREPARATION OF APPARENTLY NON-ANTIGENIC BEEF 
SERUM PROTEIN BY TREATMENT WITH ALKALI 


Sirs: 

In a recent communication, Da'V’is and Eaton’ have reported the prepa- 
ration of beef serum albumin, beef serum, horse serum albiunin, and horse 
serum of low antigenic power bj' treatment with alkali. We have been 
investigating the antigenicity of alkali-treated beef serum protein for the 
past several months, and the results thus far obtained confirm the obser- 
vations of the above authors. 

Preparation of Alkali-Treated Beef Serum Protein — The method used was 
essentiallj- that employed b 3 ’ Johnson and WormalP for the production of 
non-antigenic horse serum protein. Dried bo\'ine senun was dissolved in 
18 parts of 1 k sodium hi'droxide solution. After the mbcture had stood 
at room temperature for 27 hours, the pH was adjusted to 4.3 T\-ith hj'dro- 
chloric acid, and the precipitated protein was removed bj- centrifugation. 
This material, after two washings with distilled water and diying with 
acetone, was used in the following e.vperiments. 

Failure to Produce Anaphylactic Reactions — A solution containing 2 mg. 
of the alkali-treated protein per cc. (pH 7.5) was prepared bj’ dissohing 
the material in dilute sodium hj’dro.xidc solution. 0.5 cc. of this solution 
w-as injected intraperitonealh" into each of sbc guinea pigs. Intracardial 
injections of 1 cc. were given to two of the animals after 18 da3’3, to another 
two of them after 30 da 3 's, and to the remaining two after 46 da 3 ’s. No 
anaph 3 iactic phenomena were obsen'ed. 

Control guinea pigs, treated in the same wa 3 ’ with solutions of the 
original dried beef serum, developed t 3 'pical anaph 3 iactic reactions at 
30 da 3 's and at 46 da 3 's. 

Failure to Produce Precipitins — A 7 per cent solution of alkali-treated 
protein was prepared (pH 7.5) and sterilized b 3 - candle filtration. In- 
crea-sing amoimts of this solution (0.5, 1, 2, and 4 cc.) were injected into 
the ear veins of two rabbits at inteiwals of 3 da 3 'S. 6 da 3 -s after the last 
injection, the sera of the rabbits were examined for precipitins, a wide 
range of antigen dilutions being used (1 :250 to 1 : 128,000). The presence 
of precipitins could not be demonstrated. 

Rabbit serum containing precipitins for beef serum reacted strongly 
with the original dried beef serum, but gave no reaction with the alkali- 
treated protein. 

‘Davis, H. .4., and Eaton, A. G., Proc. Soc. Eip. Biol, and Med., 60, 2i6 (1942). 

‘Johnson, L. R., and Wonnall, A., Biochem. J., 26, 1202 (1932). 
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THE SYjS'THESIS OF a-AJMINO ACIDS FIlO:Nr SUBSTITUTED 
ACETOACETIC ESTERS* 

Br KEXOTTH E. HAMLES’. JB.,t a-vd WALTER H. HARTUXG 

{From the Retearch Laboratory, School of Pharmacy, XJjiirersity of Maryland, 

Baltimore) 

(Received for publication, June 26, 1942) 

The successes of Redemann and Dunn (1) and of Harington and Randall 
(2) in the sj-nthesis of a-amino acids bj* the reduction of oximino acids led 
to a more detailed investigation of the preparation of o ximin o acids (or 
their esters) and their h 5 ’drogenation. 

The synthesis of the oximes of a-keto esters from a-halogen esters and 
sodium nitrite vras first carried out by I^percq (3, 4), While yields up to 
Co per cent have been obtained by this method, it does require first the 
preparation of the halogenated acid and also the lapse of considerable time, 
3 to 4 weeks or longer. Thus, the procedure was abandoned for one more 
encouraging. 

The use of substituted acetoacetic esters as intermediates in the synthesis 
of these oidmes of a-keto acids has been pre\'iously reported. This method 
was first used in 1878 by hleyer and Zublin (5) who prepared ethyl a-oxim- 
inopropionate from methylacetoacetic ester by reaction with potassium 
nitrite in an acid medium. The same compound was prepared in better 
yields by' Dieckmaim and Groeneveld (6) who used sodium ethoxide and 
ethyl nitrite. Bouveault and coworkers, in 1904, published a series of 
papers (7-11) on the use of nitrosyl sulfate with alkyl-substituted aceto- 
acetic esters and reported the synthesis of eight aliphatic a-oximino esters. 
The method was e.xtended later by Wislicenus and Grutzner (12) and by 
Hall, Hy'nes, and Lapworth (13). Recently McHwain and Richardson 
(14) prepared a-oximinoglutaric acid and a-oximino-5-chloro-y-valero- 
lactone in this manner and in 1939 Godfrin (15) followed the procedure for 
obtaining a-oximino acids. 

Bouveault and Locquin (10, 11) reduced these oximino acids with 2 dnc 
and hy'drochloric acid, with sodium amalgam, and with al uminum amalgam 
but obtained uniformly' unsatisfactory results. Other methods of reduc- 
tion, both chemical and catalytic procedures, have been attempted with 

* Abstracted from a thesis submitted by Kenneth E. Hamlin, Jr., to the Faculty 
of the University of Maryland in partial fulfilment of the requirements for the degree 
of Doctor of Philosophy, in June, X941. 

Presented before the Division of Biological Chemistry- at the meeting of the 
.Ancrican Chemical Society at Memphis, .4pril, 1942. 

t Wm. R. Warner Fellow, 1939-41. 
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varying degrees of success. However, Ilartung (IG) described a general 
method for the hydrogenation of oximes by means of palladium on charcoal; 
by employing ethanolic hydrogen chloride, the formation of secondary 
amines is prevented and excellent yields of primary amines were obtained. 

It seemed likely that the reactions might be improved to eliminate certain 
objectionable features. Thus, it was found that the conveniently prepared 
and readily available butyl nitrite serves as an excellent nitrosating agent 
and that the a-oximino acids may be satisfactorily reduced and in good yield 
by the use of the palladium-charcoal catalyst in ethanolic hydrogen chlo- 
ride. The complete reactions may be indicated in the accompanying 
formulas. 

CHjCOCHRCOOCoHs R— C— COOC-Ht R— CH— COOC-Hs 

HiSO, j| I 

NOH NH; 

R— C— COOH R— CH— COOH 

II I 

NOII NHj 

When the- appropriately substituted acetoacetic esters are dissolved in 
85 per cent sulfuric acid at 0° and treated with butyl nitrite, good yields 
of the corresponding a-oximino esters are obtained. These are readily 
hydrolyzed to the a-oximino acids. This procedure gives purer products 
and in equal or better yields (substantially higher for the aromatic deriva- 
tives) than the original of Bouveault. Table I lists the a-oximino acids 
and esters prepared in this manner. 

Hydrogenation of the oximino acids or esters to the corresponding 
primary amino acids or esters was carried out by use of palladium on char- 
coal. Optimum conditions were reached with a hydrogen pressure of 10 
atmospheres and with a concentration of hydrochloric acid in ethanol of 
2 mole equivalents. Absorption of hydrogen at room temperature was 
quantitative in all cases and the resulting amino acids were isolated in good 
yields. 

Ten a-amino acids have been prepared bj"^ this method (listed in Table 
II) and it seems probable that any monosubstituted acetoacetic ester may 
be converted into an a-amino acid in this way. 

Individual products were examined in the field of a polarizing microscope 
in order to study their crystal habits. Photomicrographs are shown in 
Figs. 1 to 10. 

EXPERIMENTAL 

a-Bromo Eslcrs—The general procedure of Zelinsky (25), rvith use of red 
phosphorus and bromine to convert organic acids to the a-bromo esters, 
was used. 



-Oxiinino Acids (or Esters), It — C — COOli 
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*• Yield linscil on liydioKoii nliMiibed iliiiinK reduction to the niiiinc. 
tt '1 he melt ini' point eliecKi tlml leported hy Wislicenns iind Cirlltrnci (12). 
}{ WolIT (20) reported 107'’ « ith deeomiiosition. 

5§ Cii.inochei el nl. (21) rccoidcd the melling point ns 159°. 



Table II 


352 


SYNTHESIS OF AMINO ACIDS 




Fischer (22) reported 171° as the melting point, 
t The melting point checks that recorded by Shriner and Fuson (23). 
t Slimmer (24) reported a melting point of 152.5°. 

§ Represents combined yields of reduetion and hydrolysis steps. 
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Figs. 1 to 10. The amino acids were crystallized from u ater-ethanol in the field of 
a polarizing microscope. Magnification in all cases is 100 X. 

Fig. 1. Alanine; parallel extinction, tetragonal. 

Fig. 2. a-.A.minobutyric acid; parallel extinction, tetragonal. 


imr ■ 


,* 4 


Fig. 3. Xorvaline; parallel extinction, tetragonal. 
Fig. 4. Xorleucine; parallel extinction, tetragonal 


V; 


Fig. 5, Isolcucine, parallel extinction, tetragonal. 

Fig. 6. .Aspartic acid; oblique extinction, birefringence, tnclinic 
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Acctoacclic Esters — In all eases the ajiiiropriate acetoacetic esters ’were 
synthesized according to the general method given in “Organic sjmtheses” 
(2G), the suitable halide being added to a mixture of ethyl acetoacetate, 
sodium ethoxide, and absolute ethanol. 

n-Bvtyl Nitrile — This vas jirepared bj’’ the method of Noyes (27). 
From 457 cc. of n-butyl alcohol were obtained 417 gm. of pure n-butyl 
nitrite, a jdeld of 81 per cent of the theoiy. 



Fig. 7 Fig. 8 

Fig. 7. Glutamic acid; parallel e.xtinction, tetragonal. 

Fig. 8. Phenylalanine; parallel and oblique extinction, birefringence, monoclinic. 



Fig. 9 Fig. 10 


Fig. 9. O-Methyltyrosinc; oblique extinction, birefringence, triclinic. 

Fig. 10. Tyrosine; parallel extinction, tetragonal. 

Ethyl a-Oximinopropionatc {a-Biomo Ester Method ) — The procedure 
described below is representative of the general method. 

According to the method of Lepercq (3, 4), 100 gm. (0.55 mole) of ethyl 
a-bromopropionate were dissolved in 300 gm. of 95 per cent ethanol. To 
this solution was added a solution of 100 gm. of sodium nitrite in 300 cc. of 
water. The resulting mixture was allowed to stand at room temperature 
over a period of 30 days. At this time, the material was evaporated to 
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dryness in vacuo and the crystalline residue exhausted with ether. After 
the ether was distilled off, the product was recrj'stallized from ligroin. In 
this manner, jdelds between 50 and 65 per cent of ethyl a-oximinopro- 
pionate and ethyl a-o.ximinocaproate were obtained from the corresponding 
a-bromo esters. 

a-Oximinopropionic Acfd— The procedure used here served as a general 
method for the preparation of all oximino acids used and is described in 
detail. 

30 gm. of 85 per cent sulfuric acid (about twice the weight of the ester 
used) were placed in a 400 cc. beaker, surrounded by an ice-salt bath. 
Mechanical stirring was pro^dded and the temperature of the reaction 
mixture W’as maintained at —5° to 0°. Then, 14.4 gm. (0.1 mole) of ethyl 
methyl acetoacetate (b.p. 57.5°, 1 mm.) were added slowly, the temperature 
of the mixture being kept below 0°. After addition of the ester, 11 gm. 
(0.1 mole plus a 5 per cent excess) of butyl nitrite were added dropwise, 
the temperature being maintained below 0°. After addition of the nitrite, 
crushed ice was added to the acid mixture. At this point, a white, curdy 
mass of ethj’l a-oximinopropionate precipitated. Since, in this indi%'idual 
case, the ester has a relatively high melting point, it was found more suit- 
able to isolate the ester. However, generally, the mixture was next ex- 
tracted with ether. The ethereal portion then was thoroughly ex-tracted 
nith 10 per cent sodium hydroxide. To obtain the free oximino acid, the 
alkaline extract was heated on a steam bath for 10 minutes. After it was 
cooled and carefully acidified with concentrated hydrochloric acid, a 
portion of the a-oximinopropionic acid precipitated. Because of the high 
solubility of this acid, it was necessary to salt-out the product and extract 
well with ether. The free oximino acid then was obtained by remo-ring the 
ether and recrj'stallizing from a suitable solvent. 

Palladium-Charcoal Catalyst — The palladium-charcoal catal 3 'st was 
prepared after the manner of Hartung (16) and dried in vacuo over sulfuric 
acid before use. 

Alanine — ^The procedure described below seiwed as a general method for 
the hj'drogenation of all oximino acids and is described in detail. 

To 5.15 gm. (0.05 mole) of a-oximinopropionic acid were added 3 gm. of 
the palladium catalyst (1 : 10). An additional 0.5 gm. of palladium chloride 
was added and 100 cc. of 95 per cent ethanol. About 10 cc. of 35 per cent 
hj'drochloric acid (0.11 mole) was added and the entire mixture was placed 
in a glass liner, fitted for use in a pressure hj'drogenator bomb. The mix- 
ture was shaken at a pressure of 10 atmospheres of hj’drogen, until reduc- 
tion was complete. Hj’drogenation to the half-waj- point was rapid, about 
30 minutes being necessary. The second step went much more slowlj", 
about 3 hours being required for the theoretical quantitj' of h 3 ’drogen to be 
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absorbed. After the catalyst was filtered off and washed with additional 
alcohol, the solvent was removed from the filtrate and washings in vacuo. 
The white erystalline residue was dissolved in a minimum of distilled water 
and filtered. The elear filtrate was heated to boiling and 28 per cent 
ammonium hydroxide was added to the isoelectric point. At this point, 
white crystals of alanine began to precipitate. 3 volumes of 95 per 
cent ethanol were added to the hot solution and the mixture was chilled 
in the refrigerator for 12 hours. After the preeipitate was removed, a 
second crop of alanine was recovered from the mother liquor. 

When reduction of the a-oximino ester was carried out, the hydrochloride 
of the amino acid ester was obtained. Isolation of the free ester was 
carried out by the method of Adkins and McElvain (28). 

Hydrolysis of the ester was accomplished by refluxing in distilled water 
until the alkaline reaction had disappeared. On concentration, crystalline 
alanine separates out. 

Tyrosine — 2 gm. of O-meth^dtyrosine were heated in a sealed tube with 
25 cc. of concentrated hydrochloric acid at 180° for a period of 3 houre. 
The solvent was removed in vacuo from the demethylated product and the 
residue taken up in a minimum of water. The solution was brought to the 
isoelectric point and tyrosine was isolated in an 85 per cent yield (1.3 gm.). 

C9H11O3N. Calculated, N 7.73; found, N 7.43 
SUMMARY 

The synthesis of «-amino acids through the nitrosation of appropriately 
substituted acetoacetic esters followed by hydrolysis and hydrogenation 
is described. Alanine, a-aminobutyrie acid, norvaline, norleucinc, iso- 
leucine, aspartic acid, glutamic acid, phcnjdalanine, and 0-methyltyrosine 
were synthesized in good yield by this method. 0-Methyltyrosine was 
demethylated and converted into tyrosine. It appears likely that any 
monosubstituted acetoacetic ester may be converted into an a-amino acid 
by an application of these reactions. 

Photomicrographs of the amino acids synthesized were prepared, the 
compounds being crystallized in the field of a polarizing microscope. 
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PHOTOMETRIC DETERMINATION OF ARGININE 

Br ERWIN BRAND and BEATRICE HASSELL 
{From the Department of Biochemistry, College of Physicians and Surgeons, Columbia 
University, New York) 

(Received for publication, June 15, 1942) 

The intensity of color developed by arginine in the modification of the 
Sakaguchi reaction described by Weber (1) has been shown by Jorpes and 
Thordn (2) to decrease in linear fashion with increase in the amount of 
arginine employed for analysis. Extrapolation to zero concentration 
should, therefore, give a close approximation to the true arginine value 
(c/. Table I, Solution I). 

We have found that the inhibition of color development by ammonia 
and by histidine, observed by Weber, likewise follows a linear course. The 
extent of this inhibition depends on the amounts of interfering substances 
but is independent of the arginine concentration.' Extrapolation to zero 
concentration always results in the same color value per unit weight of 
arginine, as shown in Table I, Solutions II to V. These observations should 
be applicable to protein hydrolysates. 

In the determination of arginine in HCl hydrolysates of ^-lactoglobulin" 
(3-5) we found decreasing percentages when increasing amounts of the 
hydrolysate were taken for analysis. When the apparent arginine content 
was plotted against the amount of protein used for analysis, the values fell 
on a straight line. Extrapolation to zero protein concentration should, in 
view of the experiments wth arginine in the presence of NHa and histidine 
in Table I, give a reliable value for the arginine content. For /3-lacto- 
globulin (Fig. 1) this procedure yields an arginine content of 2.87 per cent 
compared to 2.79 per cent obtained by isolation as the monoflavianatc 
by Cannan e( al. (4) and to 2.GG per cent as the diflavianate (6) by Vickery 
("/■ (4)). The agreement of the colorimetric and isolation procedures is 
satisfactory, especially as the diflavianate value, wliich includes no solu- 
bility correction, is certainly a minimum. 

The results for a number of highly purified crystalline proteins are re- 
ported in Fig. 1, where the apparent arginine content is plotted against 
the corresponding amount of protein used for analysis. The individual 
points are the average of independent determinations obtained on two to 

' Weber’s data ((1) Table II), as far as they go, are in complete agreement with 
this finding. 

* Wc are indebted to Dr. R. IC. Cannan for a preparation of /3-IactogIobuIin and for 
information on the amide and basie amino acid content of ^-lactoglobulin in advance 
of publication. 
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four separate hydrolysates. The values for the individual proteins fall on 
lines Avhich are also straight but differ in slope, owing presumably to the 
influence of differing amounts of interfering substances. Horse serum 
albumin B (carbohydrate-free, c/. (8), for which we are indebted to Mr. 
Manfred Mayer of this Department) had an arginine content® of 5.52 per 
cent, corresponding to 22 residues per mole (mol. wt. = 70,000). Omitted 
from Fig. 1 are the very similar data (arginine content® 5.49 per cent) on 
horse serum albumin A, the carbohydrate-containing fraction, for which 
we are indebted to Dr. Hans Neurath. Human serum albumin (prepared 
by Dr. F. E. Kendall (9)) had a slightly higher arginine content,® 6.30 per 
cent, corresponding to 25 residues per mole (mol. wt. = 70,000). The 


Table I 

Color Development with Different Amounts of Arginine, Alone and in Presence of NHx 
and Histidine; Total Volume 10 Cc. 


Solution 

K per 0.1 mg. arginine per cc. solution nnalyeed 

Extrapolated to 
0 cc. solution,* 
K« per 0.1 mg. 
arginine 

1 CC. 

3.S cc. 

2.5 cc. 

3 cc. 

I. 0.020 mg. 

per cc. 

nrginine 

1.G68 

1.636 


HI 

1.718 

II. 0.022 “ 

(( (( 

“ + 

1.63 

1.58 

wS^ 


1.71 

0.011 “ 

(( << 

NH,-N 






III. 0.022 “ 

<< it 

arginine -h 

1.69 

1.53 

1.43 

1.36 

1.70 

0.011 “ 

it a 

NHj-N -f- 






0.049 “ 

a a 

histidine 






IV. 0.022 “ 

a a 

.arginine -f 

1.59 

1.49 

1.40 

1.33 

1.70 

0.022 “ 

a a 

NH,-N 






V. 0.022 “ 

it a 

arginine + 

1.57 

1,45 

1.31 

1.25 

1.71 

0,155 “ 

it ti 

histidine 







* Calculated according to “least squares.” Cc. of solution = X, K per 0.1 mg. 
observed = Y. 


crystalline enzymes were kindly placed at our disposal by Dr. M. Kunitz. 
Ribonuclease, trypsinogen,'' and trypsin'' contain 5.16, 1.61, and 3.27 per 
cent respectively of arginine.® 

The arginine content® of chymotiypsinogen is 2.83 per cent, corre- 
sponding to 6 (5.97 calculated) residues of arginine per mole on the basis 
of a molecular weight of 36,700 (established by amino acid analysis (7) and 
osmotic pressure measurements (10, 11)). The close approximation to an 

’ On a moisture-, ash-, and sulfate-free basis. The sulfate content of these pro- 
teins was established in a separate determination (cf. (7)) and will be reported in 
connection with other data. 

* The tryptophane content of trypsinogen is 2.9 per cent compared to 4.6 per cent 
for trypsin. Other preparations of these proteins will be investigated. 
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integral value is in this ease additional evidence for the preci‘dou of the 
present method. Arginine detenninations in chjTnotrj-psinogen vere also 
carried out in the presence of added ai-ginine vith satisfactorj- results 
(Table I). 



Fig. 1 .Arginine content of various crjstalline proteins The values reported in 
the chart arc not corrected for the sulfate content of these proteins On a sulfate- 
free basis (cf (7)) the arginine content is as follows trvpsinogen 1 61, chv-motrvp- 
sinogen 2 8.3, R lactoglobulin 2 87, trvpsin 3 27, nbonuclease 5 16, horse serum albu- 
min B 5 52, human serum albumin 6 30 per cent 

Crvstallme pepsin, for which we are indebted to Dr. R M. Herriott, con- 
tains 2 residues of arginine per mole A preparation of native svvine pepsin, 
containing a small amount of non-protein nitrogen, had an arginine con- 
tent’ of 1 01 per cent. The same preparation after denaturation and re- 
moval of the non-protein nitrogen showed an arginine content’ of 0 90 
per cent (the data arc omitted from Fig. 1). 

The experiments reported in this paper indicate that the photometric 
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determination of arginine by the Sakaguchi reaction can be carried out in 
protein liydrolysates witli considerable accuracy. The main advantage 
of the method is that it permits the determination of arginine ivith rela- 
tively small amounts (10 to 40 mg.) of protein. 

EXPERIMENTAL 

The procedure is essentially that of Weber (1), but certain modifications 
introduced by Jorpes and Thor6n (2) and by Thomas, Ingalls, and Luck 
(12) are incorporated. The photometric determinations were carried out 
ivith a Zeiss step-photometer, with Filter S-50 (cf. (2)). The terms “ex- 
tinction coefficient (K)” and “K per mg.” are used as defined in a previous 
publication (13). 

Solutions — (a) NaOH, a 10 per cent solution. 

(b) a-Naphthol. The stock solution contains 0.25 per cent of purified 
a-naphthol in 95 per cent alcohol, and is kept cold in the dark. For use, 
the stock solution is diluted with water 1:4. 

(c) Sodium hypobromite, 2.5 per cent (by weight) of bromine in 5 per 
cent NaOH. This solution is kept cold in the dark and its titer is checked 
iodometrically about once a week. 

(d) Urea. A 40 per cent solution of purified urea in water. 

Procedure — ^All solutions are held in an ice bath before the determinations 

are started. Place 5 cc. of neutralized protein hydrolysate (diluted as 
given under “Hydrolysis”) in a graduated cylinder and cool for 30 to 60 
minutes; add 1 cc. each of solutions (a) and (6), mix, and cool for 5 to 10 
minutes. Then add -with vigorous shaking the required amount (0.15 to 
0.75 cc.) of solution (c), followed in exactly 15 seconds by 1 cc. of solution 
(d) ; shake, dilute immediately to 10 cc. with ice-cold water, and read the 
cold solution within about 1 to 3 minutes in the photometer. The deter- 
minations should be carried out in a relatively dry atmosphere. If the 
humidity is too high, moisture will deposit on the photometer cups. 

Since maximal color development is obtained only vdth a definite amount 
of hypobromite, this has to be carefully determined for the successive 
amounts of hydrolysate used for the determinations. For example, 1, 1.5, 
2.5, and 3 cc. of a hydrolysate of /3-lactoglobulin (containing 0.767 mg. per 
cc.) required 0.25, 0.25, 0.35, and 0.40 cc. of hypobromite respectively for 
maximum color development. 

Calibration — In agreement with Jorpes and Thordn (2) we find that the 
extinction coefficient K per 0.1 mg. of arginine increases with decreasing 
amounts of arginine and that the points fall on a straight line. Two prep- 
arations of arginine monohydrochloride of known purity were used in these 
determinations. The value of K in a total volume of 10 cc. was determined 
for four amounts of arginine : 0.02 (K = O.SSSs) and 0.03 mg. (K = 0.4908) 
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in vessels of 1.000 cm. length, and 0.05 {K = 0.7943) and 0.06 mg. {K = 
0 . 9363 ) in vessels of 0.500 cm. length. The average values of K per 0.1 mg. 
of arginine (Table I, Solution I) are slightly higher than those reported b 3 ’ 
Jorpes and Thorin (2) because we used 2.5 times as large an amount of 
a-naphthol (c/. (12)). UTien the standardization was carried out exactly 
according to Jorpes and Thordn, the same values were obtained as reported 
by these authors. Similar calibrations can be established for other instru- 
ments. Inhibition of color development bj' NH 3 and histidine is shown 
by the other data in Table I. 

It can be seen that mathematical extrapolation to zero concentration 
gives the same color value per unit weight of arginine (Ho per 0.1 mg. of 
arginine =1.70 to 1.72) regardless of the presence of histidine and ammonia. 

Table II 


Recovery Experivienls ; Arginine Added to Hydrolysate of Chymotrypsinogen {Arginine 
Content 3,78 Per Cent) 


Protein 

Color 

doelopment* 

Arginine in 
protein 

Arginine 

added 

Arginine 

expecledt 

Arginine 

found 

Recovery 
of added 
arginine 

(U 

(2) 

0) 

W) 

(5) 

(6) 

(7) 

nf. 1 

fier cti-.t 1 

■Bi 


y 

r 

/er caff 

0.575 

95.5 

KB 


29.6 

29.7 j 

101 

0.960 

92 5 



47.S 


101 

1.15 

91.0 



56 4 

56.5 

100 


* From a plot of the chymotrypsinogen data in Fig. 1. 
t (5) = ((3) + (4)) X (2 ) 

’ 100 


Hydrolysis — From 10 to 40 mg. of 6nelj' powdered protein of known 
moisture content (c/. (7)) are hj'drolyzcd with 3 cc. of 6 n HCl and 1 drop 
of octj’l alcohol for 16 hours in an oil bath at 130-140° in an inert atmos- 
phere. The hydrolj'sate is almost neutralized ■nith 6.8 ec. of 2.5 x XaOH 
nith cooling, and diluted with water so that 1 cc. contains close to 0.02 
mg. of arginine (on the basis of a preliminary determination). For exam- 
ple, 19.8 mg. of ^-lactoglobulin (moisture content 7.01 per cent) were 
hj'drolj'zed ■(Aith 3 cc. of HCl, neutralized, and diluted to 24 cc. The 
determinations are then carried out with 1, 1.5, 2.5, and 3 cc. of the diluted 
hydrolj’sate, the volume in each case being adjusted to the 5 cc. required 
m the procedure. The apparent arginine content is plotted against amount 
of protein analj’zed, as shown in Fig. 1 ; extrapolation to zero (either graphi- 
callj’ or bj' calculation) gives the true arginine content. 

When solutions of arginine monohj-drochloride were subjected to 
such hj’drolj’sis, no measurable destruction was observed. 
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Recovery of Added Arginine — From 15 to 32 7 of arginine were added to 
varying amounts of a chymotrypsinogen hydrolysate. The color develop- 
ment (Table II, Column 2) corresponding to the particular amounts of 
chymotrypsinogen was ascertained from a plot of the data in Fig. 1. 

SUMMARY 

The intensity of the color developed by arginine in the Sakaguchi reaction 
decreases in a linear fashion with increasing amounts of arginine. The 
inhibition of color development by NH3 and by histidine likewise follows a 
linear course. Extrapolation to zero concentration results in the same 
color value per unit weight of arginine. 

In order to establish the arginine content of a protein, about four dif- 
ferent amounts of a hydrolysate arc analyzed and the apparent arginine 
content is plotted against the corresponding amount of protein used for 
analysis. Extrapolation to zero protein concentration either graphically 
or by calculation gives the true arginine content. 

The following highly purified crystalline proteins w'ere investigated; the 
arginine content on a dry, ash-free and sulfate-free basis is given in paren- 
theses: swine pepsin (0.90 per cent, 2 residues per mole), trypsinogen (1.61 
per cent), chymotrypsinogen (2.83 per cent, G residues per mole), ^-lacto- 
globulin 2.87 per cent, 7 residues per mole), trypsin (3.27 per cent), ribo- 
nucleasc (5.1G per cent), horse serum albumin A (5.49 per cent, 22 residues 
per mole), horse serum albumin B (5.52 per cent, 22 residues per mole), 
human serum albumin (6.30 per cent, 25 residues per mole). 
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JS-LACTOGLOBULIN 
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In 1934 Palmer (1), in R. K. Cannan’s laboratory, succeeded in obtaining 
from the plasma of cow’s milk a crystalline protein with the general proper- 
ties of a globulin, which was subsequentlj’- designated as /3-lactoglobulin 
(2). According to Palmer (1) and to Sprensen and Sprensen (3) from 50 
to 60 per cent of the whej' proteins can be obtained in the form of this 
globulin. Detailed phj-sicochemical investigations (solubilit 5 ' (1), electro- 
phoretic mobility (4), ultracentrifuge studies (2, 4), dissociation tendency 
(5)) indicate the homogeneity of 0-lactoglobulin by criteria at present 
available, Pedersen’s ultracentrifuge investigations on skim milk (2) 
show that /3-lactoglobulin is a protein native to milk and is not an artifact 
produced during isolation and crj’stallization. 

This paper deals vith the determination of cysteine, cystine, methionine, 
tyrosine, trj’ptophane, arginine, and threonine in P-lactoglobulin.' From 
these data a value for the minimum molecular weight (il/mm.) is obtained 
which is in close agreement with the molecular weight in solution computed 
from ultracentrifuge data (4). The number of amino acids per mole of 
/3-lactoglobulin is ascertained with the aid of additional information' 
(amide N and basic amino acid content (6, 7)). The role of the hydro.\yl 
groups is discussed. 

^licro- or semimicromethods for the accurate determination in proteins 
of total sulfur (8, 9) and in protein hydroh^sates of sidfate sulfur (10), 
C3-steine (11, 12), cj-stine (11, 12), cj-steine -p cj'stine (10), methionine (10), 
t 5 Tosine (13), trj'ptophane (13), and arginine (14) have been described in 
recent publications from this laboratoiy. A sj'stem of anah'sis has been 
developed in which most of these constituents are deteimined bj' two inde- 
pendent methods. Hj-droh-sis is carried out in an inert atmosphere with 
HI in presence of hj’pophosphite; with HCl, and with HCl in presence of 
luea (12) with NaOH, and with NaOH-SnCL in sealed tubes containing 
a minimum of enclosed air (13). 

In HI digests, we determine methionine as volatile iodide and as homo- 

' We are indebted to Professor Cannan for a sample of recrj'stallized ^-lactoglob- 
ulin and for information in advance of publication (6, 7). 

’ Also Brand and Kassell, unpublished results. 
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Tadi-e I 


Analysis o/ p-Lactoglohulin 





Method 


Cttncen- 

Determination No, 

Constituent 

Hydrolysis 

(bibliographic 


tration 



reference Nos.) 


iDsyc 

(1) 

(2) 

(3) 

(4) 


(6) 






KfiX 
moles per 





1 

gm,or 
aloms 
per gm. 

1* 

Cysteine 

IlCl-urca 

(11, 12) 

1.10 

9.2 

2* 

Cystine 

a 

(11, 12) 

2.29 

19.1 

3* 

Cysteine + 

HI 


3.39 

2S.3 


cystine 





4 

Methionine 

t< 

(10) 

3.22 

21.6 

3 

(Cysteine + 



0.905 

28.3 


cystine) S 





4 

Methionine S 



0.692 

21.6 

5 = 3 + 4 




1.597 

49,9 

6 

Sulfate S 

HI 

As H,S (10) 

0 


7 

Total S 


Pregl (8, 9) 


60.0 

8 = 7-6 

Protein S 



WWifil 


9=5 + 8 

Average pro- 





' 2 

tein S 




49.95 

10 

Tyrosine 

NaOH-SnCh 

(13) 

3.78 

20,9 

11 

Tryptophane 

tt 

(13) 

1.94 

9.5 

12 

Arginine 

' HCl 

(14) 

2.87 

16.5 

13t 

Histidine! 


' Cf. (6) 

2.0 

13.0 

14t 

Lysine 

' <( 

" (6) 

10.7 

73.0 

15 

Tlireoninc 

H 

(10, 17) 

5.85 

49.1 

1 

16 

Total N 


Pregl-Dumas 

15.60 

1113.6 

17t 

Amino “ 


Titration, Van 

1.23 

88.0 




Slyke (cf. (6)) 

1 

1 


18t 

Amide “ 

HCl, NaOH 

Cf. (6, 7) 

1.08 1 

77.0 

11a 

Indole 


0.13 

9.5 

12a 

Guanidine N 



0.69 

49.2 

13a 

1 Imidazole N 



0.36 

' 20. 0 

14a 

1 <-Amino N 



1.02 

73.0 

19 = 18 + lln + 

I Non-a-N 



3.28 

234.2 

12a + 13a + 14a 
20 = 16 - 19 

«-N 



12.32 

879.4 

21 = 17 - 14a 

Terminal a-N 



0.21 

15.0 

22 = 20 - 21 

Peptide N 



12.11 

864.6 

23 

Average residue weight = l/Ca-N = 113.7 







113.51 ■ 

- 115.4§ 

23a 

it t( 

“ — VC' peptide N — 115.6 




* Calculated as half cystine (mol. wt. = 120). 
t Determinations by Cannan ct al. (6, 7). 
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Table I — Concluded 
t Average value; cf, foot-note 4. 

I These values result from the further evaluation of the data in Table II, Column 4. 


C3’'steme, cj'steine -I- cj'stine as C3’’stcine, sulfate sulfur as (10). In 
HCl h3'drol3'sates, preferably in the presence of urea (12),- C3'steine and 
C3'stme are determined separatel3’’ b3' our photometric method (11). The 
formation of acid-insoluble humin interferes mth the C3’steine determina- 
tion, since the precipitate ma3’ contain appreciable amounts of c^’steine, 
as was first shotvn b3’ Lugg (15). B3' canning out the HCl h3'drol3'sis in 
the presence of urea, the formation of an acid-insoluble humin precipitate 
can be almost entirely prevented with certain carboh3'drate-containing 
proteins such as egg albumin and lactalbumin, although the h3'drol3-sate 
ma3' be dark brown owing to acid-soluble humin. With carbohv'drate-free 
proteins, the HCl-urea h3'drol3'sates are usuall3' perfectl3' clear and color- 
less, or at most slightl3'- 3'ello-n-ish (12).=* In such (urea-containing) HCl 
hydrol3’sates, satisfactor3’^ results for both C3'steine and C3’stine are obtained. 
In NaOH and NaOH-SnCI* h3’drol3'sates, t3TOsme is quantitativel3' sep- 
arated from tr3'ptophane, which is isolated as an insoluble mercur3' com- 
pound. The Jklillon reaction is used for the photometric determination of 
both these amino acids (13). 

The anal3'tical results are reported in Table I. The average values 
for the various constituents arc gi%'en in per cent in Column 5 and in terms 
of their concentration in moles (or atoms) per gm. in Column 6, where for 
convenience the actual values are multiplied b3' 10^. The molar concen- 
tration (C.) of an indi\'idual amino acid (i) is defined b3- Equation 1, 


(%)■• 
100 X .If, 


( 1 ) 


where Mi is the molecular weight of an individual amino acid (f) and (%). 
the content of (f) in per cent b3- weight in the dr3-, a^h-free and salt-free 
protein. It is customar3' to report the results of protein anal3-sis as per 
cent of amino acid, notwithstanding the fact the amino acids are present in 
peptide linkage as amino acid residues (minus H:0). From Equation 1 
it is obvious that the molar concentration is the same, irrespective of 
whether it is calculated from the percent amino acid divided b3- themolecular 
weight or from the per cent residue divided b3' the residue weight. This 
also holds for the calculation of jl/mm according to Equations 3 and 4. 

It can be seen from Table I that ^-lactoglobulin contains 3.39 per cent 
of C3’steinc C3'stine, one-third being C3’stcine and two-thirds C3’stine.’ 

’ Native 0-lactoglobulin has no reactive SH groups, since we find that the nitro- 
prusside test is negative (in the presence of ammonia and NaOH) and no oxidation 
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Since sulfate S is absent (Determination 6), all of the total S, determined 
by elementary analysis, is protein S (Determinations 7, 8). Methionine 
(3.22 per cent) together with cysteine and cj'stine accurately accounts for 
the protein sulfur (Determination 8), The average value for protein 
sulfur (Determination 9) has, therefore, a high degree of accuracy, the 
agreement being better than 1 per cent. The t 3 ''rosine and tryptophane 
content are 3.78 and 1.94 per cent respectively. The arginine content is 
2.87 per cent by the method described in the preceding paper (14). Thre- 
onine (5.85 per cent) was determined by Winnick’s adaptation to Conway 
vessels (16) of the method of Shinn and Nicolet (17). The value for total 
N (15.60 per cent) was obtained by the Prcgl-Dumas method. 

Included in Table I are values for lysine, histidine, '' amino N, and amide 
N recently reported bj' Cannan, Palmer, and ICibrick (6) and by Warner 
and Cannan (7). The nitrogen of the side chains (i.c. indole, guanidino, 
imidazole,'* and e-NHj-N) was calculated from the percentages of the 
corresponding amino acids (Determinations 11a to 14a). These values, 
together with the amide N, constitute the non-a-nitrogen (Determination 
19), which subtracted from the total N gives the «-N (Determination 20 = 
12.26 per cent N); i.c., the average a-N content of the constituent amino 
acids, whether thej'' are present in N peptide linkage or not. An estimate 
of the non-peptide (terminal) a-N can be obtained from the difference be- 
tween the amino N (determined bj-^ titration and the Van Slyke procedure, 
Determination 17) and the €-N of lysine (Determination 14a), on the 
assumption that neither proline nor hydro.\yproline occupies a terminal 
position. This difference (c/. “Discussion” (6)7 is rather large (Determina- 
tion 21) and amounts to about 20 per cent of the e-N of the lysine; it would 
indicate four to six such terminal groups for minimum molecular weights 
of from 30,000 to 40,000. Since the results for lysine by isolation proce- 
dures are apt to be low and since the value for amino N is probably accurate 
(titration and Van Sly’^kc values check), the value for terminal a-iV is prob. 


by porphyrindin takes place (at 0° and pH 7). The heat-denatured protein, how- 
ever, gives a strong nitroprusside test. The appearance of CyS — H groups upon 
heat denaturation and after acid liydrolysis may be due to the presence in the native 
protein of unreactive CyS — II or of CyS — X groups or both (for discussion cf. (12)). 
The preliminaiy experiments with porpliyrindin also indicate that the phenolic 
groups arc unreactive in the native protein. 

* A histidine content of 2.3 per cent was obtained by Cannan ei al. (6) by the ni- 
tranilatc method and from titration data; however, these authors could isolate only 
1.7 per cent of histidine as flavinnatc (I?. K. Cannan, jirivate communication). In 
T.abic I (Determination 13) an average value of 2.0 [ler cent is given, corresponding 
to .5 residues in Table II. The effect ol thi.s uncertainty in the hi.stidino content on 
Determinations 1!), 20, 22, and 23 in Table I is slight, rc.sulting in a po.s.siblo error of 
±1 rc.sidue in the corresponding values in Table II. 
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ably too high. Therefore the value for or-N (Determination 20) represents 
a ma.\imum value^ and that for peptide K (Determination 22, i.e. a-X less 
terminal a-X) a minimum.'* The average residue weight {ARW) of the 
constituent amino acids is the reciprocal of the concentration (in atoms per 
gra.) of the a-X. 

ARW = 1/C...V (2) 


The reciprocal of the concentration of peptide X will closel}' approximate 
the average residue weight if the number of terminal a-X groups is small. 
In view of the uncertainty in the terminal a-X, a definite value for the 
average residue weight of /3-lactoglobulin (Determinations 23 and 23a) 
caimot be established, the range according to the present data being from 
113.5 to 115.6 (for these figures the further evaluation of the data in Table 
II, Column 4, is taken into consideration). 

From the data in Table I the minimum molecular weight (il/min.) of 
/3-lactoglobulin can be calculated on the assumption that the material 
anal 3 'zed is a pure chemical indmdual and that its indicated molecular 
composition must therefore involve integral numbers of residues of the 
constituent amino acids, il/min. of a protein is given bj- Equation 3, 


, 1 / 


Mi X Rj 
(%)f 


100 


(3) 


where il/,- and (%)< are as pre^douslj' defined and Ri is an integer and repre- 
sents the number of residues of (j) per H/mm. Combining Equatioas 1 and 
3 leads to Equation 4, 

il/n..., = RJCi (-4) 

If a single amino acid (a) has been determined, il/,„,n. is obtained from 
Equation 3 or 4 bj^ taking !?„ = 1. If two amino acids (a) and (5) have 
been determined, minimum values for Ra and Rt are obtained b\' setting 
up two simultaneous equations for il/min .7 jielding Equation 5, 

CJCb = RJRi (5) 

Conversion of this common fraction into the smallest simple fraction (i.e. 
one in which both numerator and denominator are integers) j-ields mini- 
mum values for Ra and Ri,. For Ra a value of 1, 2, 3, etc., is taken suc- 
cessive! j' until for Rt the corresponding smallest integer is found, from 
which the experimental data do not differ significantlj-. If additional 
amino acids (c), (d), etc., have been determined. Equation 5 is set up for 
individual pairs and the combined minimum ratio established. E.g., if 

ifi “ 4 ’ Ri “ 9 ’ Ri “ I 
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the smallest integral ratio aih’.cid is 9:12:4:9. From the values for R 
so obtained and the corresponding concentrations, C, ilfmin. is calculated 
according to Equation 4. 

Cystine (CyS — SCy, mol. Avt. = 240) is the equivalent of two amino 
acids; it has, therefore, to be considered in terms of half C3’’stine residues 
(CyS — , mol. Avt. = 120); so that by definition the number of half cj-stine 
residues (fibait cyatmc) in a protein must ahvays be an even integer. Cysteine 
(CyS — H, mol. Avt. = 121) is best calculated in per cent of half cj'stine 
(mol. Avt. = 120), and the number of cysteine residues in a protein molecule 
(R cysteine) Biay obviously be even or odd. 

At present, OAving to experimental limitations on the accuracy of the 
analytical methods, significant results by this method of calculation can be 
obtained only for values of ilfmin. up to about 50,000. For higher values 
of ilfmin. such Calculations become less and less significant, but under 
special conditions the limit may be extended to about 70,000. Amino acids 
present in A’^ery Ioav or A'^ery high concentrations are not suitable for the 
calculations; the useful range of (7,- is from 1.5 to GO X 10~® mole per gm. 
and the optimum is 10 to 40 X 10"® mole per gm. The calculations must 
be restricted to amino acids Avhich can be determined Avith a sufficient 
degree of accuracy (about 2 per cent). In the calculation of the integral 
values for the pairs of residues according to Equation 5, all values Avhich 
differ from the nearest integers by more than about 2 per cent should be 
eliminated, Avhile any Amlue Avithin 2 per cent of the nearest integers should 
be considered as a possible fit. 

It is generally recognized that some uncertaint}'- is attached to all amino 
acid determinations, since they arc usually carried out in hj'drolj’sates. 
The study of the behavior and destruction of the free amino acids under 
varying conditions (c/. (12) and foot-note 2) and the establishment of cor- 
rection factors overcome this difficulty to some extent. There alAva 3 'S 
remains the possibility that in a specific protein structure an amino acid is 
unusually labile and subject to increased hydrolytic destruction and other 
reactions. For example, the cystine in insulin is sensitive toAvards HI 
h 3 ’^drol 3 'sis, Avhereas it is quite stable during HCl hydrol 3 'sis (18); also 
tryptophane in ch 3 'motrypsinogen is more extensively decomposed during 
hydrolysis by alkali alone than it is b 3 ’^ alkaline stannite (12). HoAvever, 
in the case of the sulfur amino acids (and iodo amino acids), the analysis 
of h 3 ’^drolysates may 3 deld unequiAmcal evidence. If the protein sulfur, 
Avhich can be determined by elementary analysis Avith an error of less than 
1 per cent, is full 3 ’' accounted for b 3 ’’ methionine, cysteine, and C 3 ’^stine in 
hydrob'sates, then AA’e liaA'e conclusive evidence that the amount of the 
sulfur amino acids actually present in the protein has been determined. 
For the folloAving proteins aa'c haA'c accurately accounted for the total 



E. BRAND AND B. KASSELL 


371 


sulfur (usually ■within 1 per cent), casein, lactalbiunin, reduced lactalbumin, 
crystalline egg albumin (8); thjToglobulin (19); cattle globin, cattle blood 
fibrin;^ chjTnotrj’psinogen (12); horse serum albumin B (20); horse serum 
albumin A, hiunan serum albumin, ribonuclease, pepsin, a-, P-, and 7- 
chymotrj-psin, trypsinogen, and trypsin." 

In all these cases the number of suKur atoms per il/mo. equals the sum 
of the residues of the sulfur amino acids as given in Equation 6, 

“ l?Eiethioaicc “b CTiUas (6) 

The values for the sulfur amino acids are quantitativeh* more significant 
than those obtained for other amino acids and afford a favorable basis for 
the calculation of il/mm. according to Equations 3 to 6. 

This approach has been satisfactory in the case of chj-motrv-psinogen 
(12) for ■which from the consideration of the sulfur distribution alone a 
value for il/min. ■was obtained which was practically identical ■with the 
molecular ■weight deduced from osmotic pressure (21). In the case of 
j3-lactoglobulin, other amino acids have to be taken into consideration to 
obtain a significant figure for il/om.- 

Using the concentrations in Table I, Column 6, for the calculation of 
Ra and Ri, according to Equation 5, we find the following relationships for 
methionine and cysteine + cystine (the per cent de%iation from the nearest 
integers is given in parentheses). 


l^mctbiomae 


t2(criteiBe + half 

5 






This series covers values for il/mm up to 50,000. It can be seen that for 3, 
G, 7, 9, 10, and 11 residues of methionine, the corresponding residues of 
cysteine + half C3'stine (i.e. 4, 8, 9, 12, 13, and 14) are ■nithin 2 per cent 
of the nearest integer. The number of residues of cj-steine + half cj'stine 
must be consistent ■nith the number of residues of cj’steine (Ecrsitiric) 
and of half cj'stine (Eh»if cj-atmc) derived from the separate determinations 
of these constituents (Table I, Determinations 1 and 2). Calculated’ 
according to Equation 5, Rcy.t^.n^- ffhair cr>tint = 1:2; so that only values 
which are multiples of 3 can be considered for Ricytubie j- hair cj-ifme)- This 
eliminates all but 9 and 12 from the series of figures given above. From 
the distribution of the sulfur amino acids, therefore, two alternative values 
are obtained for jlJniin. of /S-lactoglobulin and both these values are equall.v 

‘ The ratio is 1/2.0S; the delation from the integer is 4 per cent; indeed a greater 
deviation would not necessaril}' be significant, because any cysteine that has been 
oxidized is accounted for as cj'stine. 
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consistent with the analytical data: (a) = 42,000 with 9, 12, and 21 

residues of methionine, cysteine + half cystine, and sulfur, respectively; 
(b) Mmin. = 32,060 with 7, 9, and 16 residues, respectively. 

As pointed out above, the most accurate determination is that of the pro- 
tein sulfur; so that the decision between 16 and 21 atoms of sulfur per Mm\n. 
must be made with the aid of additional data. Calculated according to 
Equation 5, RauUnr • Etryptophnno IS 21:3.99 and 16:3.05, respectively; 
no decision can be made, since both figures are within 2 per cent of the 
nearest integers. For tju-osine we calculate (a) 21 : 8.78 (2.4 per cent) and 
(b) 16:6.70 (4.3 per cent); again no decision can be made, since both figures 
for the number of tyrosine residues differ by more than 2 per cent from 
integers. In view of the accurate accounting of the sulfur and of the close 
agreement of the tr 3 ’’ptophane determination with the sulfur partition, we 
conclude that the tyrosine value is insufficiently accurate and is probably 
too low. 

Next we try arginine and calculate jRauifur • RaTRinmo as 21:6.93 (1.0 per 
cent) and 16:5.29 (5.8 per cent). This favors (a). 

In Table II the number of residues of the various constituents is given 
for Mmin. = 42,000. The experimentally found residue numbers (Column 
3) are corrected to the nearest integers in Column 4, the deviation from 
these integers being noted in Column 5. 

The total number of N atoms per mole is 468. This figui'e is accurate 
within a few N atoms, since it is based on the determination of the total 
N (15.60 ± 0.02 per cent) which can be considered as accurately estab- 
lished.® 

Calculation of the total number of amino acid residues per mole (Etotni aa, 
Determination 20 = No. 16 less No. 19) yields 370 including six terminal 
amino acids (terminal AA). Because of the uncertainty in the lysine and 
histidine^ values (c/. discussion of Table I) these figures represent maximum 
values; so that Etotai aa in /3-lactoglobulin = 364 (±3) + one to six 
terminal AA. 

According to certain current views on protein structure terminal amino 
groups may be interpreted as indicating polypeptide chains. It is therefore 
possible that /3-lactoglobulin may contain more than one polypeptide chain 
per mole, but this question cannot be decided until the lysine content has 
been accurately established. 

" Palmer (1) originally reported n total N content of 15.3 percent for/3-lnctoglob- 
ulin. Later, however, he found 15.6 per cent by using a copper-mercury catalyst 
in the Kjeldahl determination (5). The Pregl-Dumas determination yields the same 
value (Table I, Determination 16), which accurately represents the N content of dry, 
ash- and salt-free fl-lactoglobulin since it has been consistently found with a number 
of preparations in several laboratories (personal communication from R. K. Cannan). 
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^-Lactoglobulin has been studied in great detail (more than 70 runs are 
reported) in the ultracentrifuge in Svedberg’s laboratory' (2, 4). From 
sedimentation velocitj' and diffusion data and a specific volume of 0.751 
(a value which we confirm), Pedersen computes an average value for M, 

Table II 

Amino Acid Residues and Nitrogen and Sulfur Atoms per Mole of P-Lacloglobulin 


M = 

. = .V, = 42,000. 




1 

Determination 
No , Table I 

(1) 


No. o£ residues or atoms (i?) per mole 

(2) 

' Found j 

(3) 

Corrected 

(i) 

{ De>'iatioa* 

1 (5) 

9 

Average protein S ' 

' 20. 9S 

21 

! p'r cml 

! 0.1 

3 

Cysteine 4- half cj'stine i 

1 11.S9 

i 12 

1 0.9 

4 

Methionine | 

9.07 1 

j 9 ! 

! 0.8 

11 

Tr^’ptophane 1 

i 3.99 1 

1 ^ 

0.3 

12 

Alanine 

6.93 

7 

1.0 

1 

Cysteine 

3.86 i 

4 

3.5t 

2 

Half cystine j 

1 8.02 

i S 

0.3 

10 

Tyrosine ' 

' 8.78 

9 

2.4 

13t 

Histidine ! 

I 5.46 

5§ 


14t 

Lysine 

30.7 

31 


15 

Threonine j 

20.7 

1 

21 


16 

Total N 1 

' 467.8 

46S 


17t 

Amino I 

1 37.0 

37 


18t 

Amide “ j 

32.3 , 

32 

i 

19 

Non-a-N 1 

9S 3 , 

98 


20 

a-N 1 

; 369.3 

370 


21 

Terminal ct-X 

1 

6 


22 

Peptide N 

363.3 

! 364 

! 


Total No. of amino acid residues per ilfmiii. = 364 (±3) + 1 to 6 terminal AA 


• Deviation = X 100. 

(4) 

t Cf. foot-note 5. 

t D’eterminations by Cannan et al. (6, 7). 

I Cf. foot-note 4. 

of 41,600 and from sedimentation equilibrium an average for M, of 38,000 
(cf. (4, 22)). Pedersen’s value for M, is practicalh' identical with Main.. 

It can be concluded that the minimum molecular weight and the molec- 
ular weight in solution of jS-lactoglohulin are identical (factor = 1), or, 
in other words, that j3-lactoglobulin is monomolecular in solution, and 
that its molecular weight Ls close to 42,000. 
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The close agreement between Mm\n. and M, is significant, since it prob- 
ably indicates that some of the theoretical objections raised against M, 
are either not valid or are of no practical consequence, at least in the case 
of /3-lactoglobulin. Both Mm\n. and M, refer to the molecular weight of 
the unhydrated molecule, M, for reasons pointed out by Svedberg and 
Pedersen (22) and ilf because our determinations are carried out on 
air-dried material corrected for moisture (cf. (12) and experimental part). 
Consistent results for the moisture content of powdered, air-dried proteins 
can be obtained by drying to constant weight in an oven at 110° or, prefer- 
ably, in vacuo over PaOe at 100° (12). Sometimes it is questioned whether 
such results correspond to the actual moisture content of the protein, since, 
it is argued, some moisture might have been retained or some anhydride 
formation might have occurred. However, our moisture determinations 
would appear to give reliable results, since in preliminary experiments ivith 
Dr. D. Rittenberg we have found the same moisture content in crystalline 
egg albumin: (a) by drying a( 100° in vacuo over PjOs and (&) at room tem- 
perature bj’’ determining the water content by the isotope dilution method 
(23), water containing an excess of the heavy oxygen isotope O'® {cf. (24)) 
being used as indicator. 

The accurate estimation of the moisture content of proteins enters into 
the calculation of their molecular weight from x-ray measurements of the 
unit cell volume. Croivfoot’s latest estimate (25) of the molecular volume 
of air-dried tabular crystals of ^-lactoglobulin is 52,000 cu. A., but, in the 
absence of specific data on the moisture content (presumably about 7 per 
cent) of the crystals and of their densitjq no estimate of the molecular 
weight was made. A molecular weight of 36,500 (not corrected for residual 
moisture) had previously been deduced by Crowfoot and Riley (26) on the 
basis of a unit cell volume smaller than that recently reported (25), and 
on the assumption that the density of the crystals was the same as that of 
insulin (measured in an organic medium; cf. (27)). 

Attention should be called to the large number (at least forty-five) of 
hydroxyl groups per mole of /3-lactoglobulin. About fifteen of these are in 
serine’ and twenty-one in threonine, as estimated by the excellent methods 
of Nicolet and Shinn (17, 28, 29); nine are in tyrosine and an unknown 
further number in hydroxyproline. This is not unusual® since our data® 

On the basis of the value reported by Nicolet and Shinn (28). 

' Our values for serine are still approximate, but the threonine content of the 
following pure crystalline proteins can be considered as fairly accurate : horse serum 
albumin A and B (35 residues per mole), human serum albumin (33 residues per mole), 
chymotrypsinogen (35 residues per mole; cf. (12)), a-chymotrypsin (11.3 per cent), 
( 3 -chymotrypsin (10.4 per cent), y-chymotrypsin (10.6 per cent), trypsinogen (5.2 per 
cent), trypsin (5.8 per cent), ribonuclease (9.0 per cent), swine pepsin (denatured, 9.5 
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on crj’stalline horse serum albumin A and B and on cr^'stalline human 
serum albumin indicate a minimum of 80 hydro> 5 'l groups per mole of 
70,000. It is uncertain whether in the native protein these groups form 
hydrogen bridges or whether they exist in combined form and are set free 
only on hj'drolysis. 

In 1906, Emil Fischer (30) warned that e.xperimental progress might be 
hindered by too exclusive an emphasis on the peptide linkage and pointed 
out that the h3’drox3’ls of the hj-droxj'amino acids are bj' no means "in- 
different” groupings in the protein molecule. Fischer also suggested (30) 
that these hydrox}'! groups might exist in proteins in the form of esters or 
ethers. Very few such groups have been found. Onl3’ one ether linkage 
is known: the th3TOxine in th3TOglobulin. The thio ethers lanthionine 
(cf. (31)) and C 3 ’Stathionine ((32), <^. (33)) have as 3 'et not been found in 
native proteins. Phosphoric acid esters exist; e.g., in casein where some 
of the aliphatic hydrox3'l groups are so linked. The occurrence of esters 
of sulfuric acid, in view of the sulfate content of many purified proteins, 
has to be considered as possible. Their presence is stricth' excluded only if 
a protein has been obtained free from sulfate as, for e.xample, / 3 -Iacto- 
globulin, egg albiunin, insulin, pepsin, and others. Esters with carboxylic 
acids are still pureli’’ hypothetical; a small number ma3" exist, but the 
pertinent data are as 3’et not accurate enough to exclude or to establish 
tlus t3’pe of linkage in ani' protein.® 

With regard to h 3 ’drogen bonding, it would seem from the phrases cited 
above that Fischer had anticipated some such effect. Like the sulfh 3 'dr 3 'l 
groups, the phenolic hydrox 3 ’l groups of native ^-lactoglobulin (similar to 
egg albumin (34)) are highl 3 ^ imireactive. The 3 ^ cannot be titrated (6), 
the 3 ' react with Folin’s phenol reagent onl 3 ' in strongly alkaline solution, 
and the 3 ' are not oxidized b 3 ’’ porph 3 'rindin.’ This contrast to the beha\’ior 
of free t 3 Tosine ma 3 ’’ reasonabl 3 " be ascribed to intramolecular h3’drogen 
bonding, akin to chelation. To judge from the available e'vidence for 
other compounds (c/. (35-37)) the aliphatic h 3 'drox 3 ’l groups in the native 
proteins ma 3 ’’ also be involved in h 3 -drogen bonding and thus contribute 
to the cohesion of the molecule, particularl 3 ' b 3 ' h 3 ’drogen bridges through 
water molecules. Such water molecules would be expected to exchange 


per cent), purified elastin (about 2.7 per cent). We are indebted to Dr. H. Xcurath 
for horse serum albumin A, to Mr. Manfred Ma 3 -er from this Department for B, to 
Dr. W. H. Stein and Dr. E. G. Miller, Jr., for the elastin, to Dr. F. E. Kendall for the 
human serum albumin, to Dr. R. M. Herriott for pepsin, and for the other crj-stalline 
cnzjTnes to Dr. M. Kunitz. 

• At the present state of our knoivledge caution should be exercised in assuming 
that free carboxj-1 groups are equal to the difference between total dicarboxjdic 
acids and amide groups. 
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readily with water containing the heavy isotope 0*® (c/. above). Oblitera- 
tion of hydrogen bridges may be related to denaturation by dehydrating 
agents. The hj'pothesis of the role of the hydroxyl groups in the binding 
of water is .in harmony mth Perutz’s view on hydration; i.c., “the disposi- 
tion of water between structural units of the molecule in such a way as to 
cause an internal expansion” (38). 

The surprisingly large number of hydroxyl groups which can be -recog- 
nized in the side chains of protein molecules is bound to play an important 
part in the future development of hypotheses of protein structure and 
enzyme action. 


EXPERIMENTAL 

The sample of /3-lactoglobulin employed in these studies was obtained 
from Dr. Cannan as a suspension in water, preserved with toluene. Most 
of the water was remo\’ed by centrifugation and the crystalline mass was 
dried over P 2 O 6 in a vacuum desiccator at room temperature. The dry 
cake was finely powdered in an agate mortar and equilibrated in air until 
it reached constant weight (9 days). The air-dried material was used for 
all analytical procedures, the weights being corrected for moisture content. 
The moisture determinations were carried out as described previously (12); 
average moisture content = 7.01 per cent. The analytical data are 
reported in Table I. 

Total Nitrogen — We are indebted to Mf. W. Saschek for this determina- 
tion (No. IG), carried out by the Pregl-Dumas method. 

Total Sulfur — We are indebted to Mr. W. Saschek for this determination 
(No. 7), carried out by a modification of the Prcgl method (8, 9, 12). The 
ash was negligible, being less than 0.1 per cent. 

Methionine — ^The value reported in Table I (Determination 4) is the 
a^■erage of four determinations with about 250 mg. of protein each; the 
same results were obtained bj"^ the volatile iodide and homocysteine titra- 
tions (10). 

Cysteine, Cystine, and Cysteine -p Cystine — For the separate determina- 
tion of cj'stcine and C 3 "stine by the photometric method (11) about 100 
mg. of protein were h.ydrob’^zed for 16 hours with HCl-urea in an inert 
atmosphere, as described prcviouslj’’ (12); the hydrol 3 \sates were practically 
colorless and there was no solid humin. The values reported (Determina- 
tion.s 1 and 2) are the average of three determinations; hj'^drolysis for 8 
hours gave low results. 

Cysteine + ej-stine (Determination 3) was determined in HI hydroly- 
.•^ates simultaneously with methionine (10). 

For the ej-slino determination b.y the Sullivan method 200 mg. of protein 
were hydroh'zed under nitrogen gas for 1C hours with G n IICI. Owing to 
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the presence of cysteine in the hydrolysate, the results were high (for dis- 
cussion cf. (12)), the “cj'stine” content being 3.89 per cent. This is addi- 
tional ewdence (cf. (12)) that the difference between total S and methionine 
S is accounted for by cysteine and cystine and not by any other sulfur- 
containing compound. 

Tyrosine and Tryptophane — The values reported (Determinations 10 
and 11) are the average of three determinations with 30 to 35 mg. of protein 
in NaOH-SnCli hj-drolysates. 

Arginine — ^The value reported (Determination 12) was obtained b.v the 
method described in the preceding paper (14). 

Threonine — About 40 mg. of protein were hydrolyzed under nitrogen for 
16 hours at 130° with 2 cc. of 6 n' HCl. The value reported (Determina- 
tion 15) is the average of three separate determinations bj' 'R'innick’s 
modiScation of Shinn and ICicolet’s method. AVinnick (16) reports a 
threonine content of 5.36 per cent for his preparation of ;3-lactoglobulin, 
which, however, contained onl 3 ' 14.35 per cent of nitrogen. Nicolet and 
Shinn (28) find onlj- 4.72 per cent of threonine but state that, because of 
the small amount of material available for analj’sis, their value may be 
less reliable than some of their other determinations. 

Specific Volume — The determination was carried out in capped pt’cnom- 
eters (about 10 cc.). The concentration was 1.816 per cent of /3-lacto- 
globulin in 0.5015 per cent NaCl (df ® = 0.99960). The density' of the 
protein solution was df = 1.00410. From these data we compute T’:, e 
= 0.754, corrected Fm = 0.750, which is in close agreement with Pederson’s 
(4) value of Via = 0.7514. 


STJAISLART 

For /3-lactoglobulin a minimum molecular weight of 42,000 was obtained 
from the distribution of the sulfur amino acids and from the arginine 
content. 

The minimiun molecular weight is practically identical with the molec- 
ular weight in solution (^1/, = 41,600). Therefore, .1/ = M^i„. = M.. 
The total number of amino acid residues per molecule of 0-lactoglobulin 
is estimated to be 364 (±3) -t- one to six terminal amino acids. 

1 molecule of |3-lactoglobulm contains the following residues: ej'steine 4, 
half cj-stine 8 (f.e. 4 S — S linkages), methionine 9, trj’ptophane 4, t\TO=ine 9, 
arginine 7, threonine 21, serine about 15, amide groups 32, histidine 4 to 6, 
and Ij-sine 31 to 36. 

Attention is called to the large number of hj-droxji groups which can be 
recognized in the side chains of /S-Iactoglobulin and of other proteins. The 
possible contribution of the hj'dro.xyl groups to the cohesion of the molecule 
b\' hj-drogen bridges through water molecules is discussed. 



378 


jS-LACTOGLOBXJLIN 


BIBLIOGRAPHY 

1. Palmer, A. H., J. Biol. Chcm., 104, 359 (1934). 

2. Pedersen, K. 0., Biochcm. J., 30, 948 (1930). 

3. Sdrensen, M., and Sdrensen, S. P. L., Compt.-rend. Irav. lab. Carlsberg, Series C, 

23, 65 (1938). 

4. Pedersen, K. 0., Biochem. J., 30, 961 (1936). 

5. Sdrensen, M., and Palmer, A. H., Compt.-rend. trav. lab. Carlsberg, Series C, 21, 

283 (1938). 

6. Cannan, R. K., Palmer, A. H., and Kibriok, A. C., J. Biol. Chem., 142, 803 (1942). 

7. Warner, R. C., and Cannan, R. K., J. Biol. Chcm., 142, 725 (1942). 

8. Kassell, B., and Brand, E., J . Biol. Chcm., 125, 435 (1938). 

9. Sascliek, W., Ind. and Eng. Chcm., Anal. Ed., 9, 491 (1937). 

10. Kassell, B., and Brand, E., J. Biol. Chcm., 126, 145 (1938). 

11. Kassell, B., and Brand, E., J. Biol. Chem., 126, 115, 131 (1938). 

12. Brand, E., and Kassell, B., J . Gen. Physiol., 26, 167 (1941). 

13. Brand, E., and Kassell, B., J . Biol. Chem., 131, 489 (1939). 

14. Brand, E., and Kassell, B., J. Biol. Chem., 146, 359 (1942). 

15. Lugg, J. W. H., Biochem. J., 32, 775 (1938). 

16. Winniok, T., J. Biol. Chem., 142, 461 (1942). 

17. Shinn, L. A., and Nicolet, B. H., J. Biol. Chcm., 138, 91 (1941). 

18. Kassell, B., and Brand, E., Proc. Soc. Exp. Biol, and Med., 36, 444 (1936). 

19. Brand, E., Kassell, B., and Heidelberger, M., Proc. Am. Soc. Biol. Chem., J. 

Biol. Chem., 128, p. .\i (1939). 

20. Brand, E., and Kassell, B., J. Biol. Chem., 141, 999 (1941). 

21. Kunitz, M., and Northrop, J. H., J. Gen. Physiol., 18, 433 (1935). 

22. Svedberg, T., and Pedersen, K. 0., The ultracentrifuge, 0.\ford, table 48 (1940). 

23. Rittenberg, D., and Foster, G. L., J. Biol. Chem., 133, 737 (1940). 

24. Mills, G. A., and Urey, H. C., J. Am. Chcm. Soc., 62, 1019 (1940). 

25. Crowfoot, D., Chem. Rev., 28, 215 (1941). 

26. Crowfoot, D., and Riley, D. P., Nature, 141, 521 (1938). 

27. Bull, H. B., Cold Spring Harbor symposia on quantitative biology, Cold Spring 

Harbor, 6, 140 (1938). 

28. Nicolet, B. H., and Shinn, L. A., J. Biol. Chem., 142, 139 (1942). 

29. Nicolet, B. H., and Shinn, L. A., J. Biol. Chem., 139, 687 (1941). 

30. Fischer, E., Ber. chem. Ges., 39, 530 (1906). 

31. Horn, M. J., Jones, D. B., and Ringel, S. J., J. Biol. Chem., 144, 93 (1942). 

32. Binkley, F., and du Vigneaud, V., J. Biol. Chcm., 144, 507 (1942). 

33. Brand, E., Block, R. J,, Kassell, B., and Cahill, G. F., Proc. Soc. Exp. Biol, and 

Med., 36, 601 (1936). 

34. Brand, E., and Kassell, B., J. Biol. Chem., 133, 437 (1940). 

35. Pauling, L., The nature of the chemical bond, Ithaca (1939). 

36. Mirsky, A. E., and Pauling, L., Proc. Nat. Acad. Sc., 22, 439 (1936). 

37. Huggins, M. L., in Luck, J. M., Annual review of biochemistry, Stanford Uni- 

versity, 11, 27 (1942). 

38. Perutz, quoted by Crowfoot (26). 



DISSIINOLATION OF PYRmTC ACID BY CELL-FREE 
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Proliferating cultures and resting cell preparations of the butj-ric anae- 
robes ferment pj-ruvic acid to j-ield acetic acid, carbon dioxide, molecular 
hydrogen, and occasionally other products (1-S). Existing evidence 
seems to indicate that the molecular hydrogen evolved in this fermentation 
and in the fermentation of glucose bj' these organisms maj- arise bj- the 
hj-drogenlyase reaction from formic acid formed intermediately. 

In this paper a cell-free preparation from Clostridium hulylicum is de- 
scribed which converts piTurdc acid into acetic acid, carbon dioxide, and 
molecular hydrogen, but fails to act on formic acid. 

EXPZRnrENT.AL 

Methods 

Medium and Culturing — The culture used in this work was Clostridium 
butylicum Strain 21 of the Wisconsin collection, a butyric anaerobe forming 
but}’l and isopropyl alcohols. It was carried as a spore stock on soil. 

The organisms were grown in 5 gallon bottles containing 16 liters of the 
following medium: 1.5 per cent glucose, 0.1 per cent Cuban blackstrap 
molasses, 0.125 per cent solubilized liver powder, 0.075 per cent Difco 
3 'east extract, 0.05 per cent dibasic ammonium phosphate, 0.15 per cent 
ammonium sulfate, 0.005 per cent magnesium sulfate, and 0.0025 per 
cent manganese sulfate. The medium was adjusted to pH 6.8 to 7.0 
and autoclaved for 1 hour at 120°. Bj' sterilizing a solution of the am- 
monium salts separatel}', the amount of inert precipitate appearing during 
autocla-iang could be minimized. The bottles were inoculated with 3 per 
cent of a 10 hour culture in 2 per cent glucose-0.5 per cent trj-ptone medium, 
and incubated at 37°. 

This strain tends to form a heavj- slime at about 18 hours. If han-ested 
after that time, the cells are centrifuged with difficult!' and have a high 
endogenous evolution of gas. The cells were therefore harvested while the 
culture was gassing active!}', but before slime formation was excessive. 

* Published mth the approval of the Director of the Wsconsin .A^cultural Ex- 
periment Station. Supported in part by a grant from the lYisconsin .-Uumni Re- 
search Foundation. 
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J'Jnzuinc. PrcpuralioiiH 'Tho iirotluotion of tlu; enzyme jireparations used 
is illuslriiled liy the following Ij^piciil exiieriment. After 12 hours incuba- 
tion the cells from 96 liters of medium Avere harvested by centrifuging in a 
Sharpies supercentrifuge. The 159 gm. of wet cells (22.5 per cent dry 
matter) thus obtained were packed into stoppered tubes and immediately 
frozen. Such frozen cells lose about 20 per cent of their activity in 2 
weeks. ^Vhile frozen, the cells slowly rupture, and the cell contents are 
released. After 12 daj-s freezing, 85 gm. of cells were suspended in suffi- 
cient fre.shly boiled, ice-cold ivater to make a thin cream (250 ml. volume), 
allowed to stand for about 10 minutes, and the cell ddbris was centrifuged 
down. The slightly cloudj’-, amber supernatant liquid Avas poured off. 
This liquid contained most of the activity of the original frozen cells. It 
was immediatelj’’ frozen in a diy ice-acetone bath on the Avails of several 
suction flasks and dried under a high A'acuum. The gray dr}’’ material 
remaining Aveighed 5.28 gm. This A'acuum-dried Avater extract was 
powdered and stored in a refrigerated desiccator. Before use it Avas sus- 
pended in freshlj'^ boiled Avater. It had a Qh„ of 63 and a negligible endog- 
enous evolution of gases. During storage for 3 months thei'e AA'as no loss 
of actiA'it 3 L 

Preparation of Heated Liver Extract — Unless othenvise indicated, excess 
heated extract of fresh rat liver AA'as added to the reaction mixtures. This 
Avas prepared b}' homogenizing fresh adult rat liver Avith an equal AA'eight 
of Avater, heating in a boiling Avater bath for 5 minutes, centrifuging, and 
pouring off the active supernatant liquid. 

Manomctric Mcasurejnent of Gas Evolution — Except as indicated, the 
reactions Avere carried out in Warburg manometers under nitrogen at 37°. 
Evolution of carbon dioxide and hydrogen A\'as measured independently 
bj' using sets of tAvo manometers. The manometers contained identical 
reaction mixtures. To one, acid was added from a side arm at the com- 
pletion of the experiment to insure complete liberation of dissolved carbon 
dioxide. This manometer measured the evolution of both carbon dioxide 
and hydrogen. The second, used to determine hydrogen evolution alone, 
contained KOH in the center cup. Carbon dioxide CA'olution Avas cal- 
culated by difference. 

To measure enzyme activity, dilute solutions containing 12.5 to 50.0 
micromoles of redistilled pyruvic acid, 125 micromoles of phosphate buffer 
(except as indicated), an excess (0.3 ml.) of freshly prepared heated extract 
of rat liver, and sufficient AA'ater to give a final liquid volume of 3.0 ml. 
Avere placed in the main compartment of Warburg flasks. The enzyme 
suspension Avas placed in a side arm. Except in a study of the effect of 
pH, all solutions Avere adjusted to pH 6.5. YelloAV phosphorus Avas placed 
in the center cup or A'acant side arm. After replacement of the atmosphere 
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with nitrogen, the reaction was begun by tipping the cnz\-mc Mi-'pcn>ion 
into the main compartment, and the evolution of gases was followed. 
Endogenous gas evolution, in control flasks in which the pyruvate .solution 
was replaced by water, rvas usually negligible or entirely absent. 

Wien desired, residual jiyruvate was determined manomctricall\- I)y tlic 
cede sulfate oxidation method of SilveiTnan and Workman (D). 

Reaction Balance 

A quantitative reaction balance of pymvic acid fennentation by dried 
water extract of frozen cells is given in Table I. The reaction was carried 
out under nitrogen in a 25 X 200 mm. test-tube. As a eontiol, a duplicate 
tube containing no pj’ruvatc was used. Nitrogen was passed through the 
reaction mixture for several minutes befoie addition of the enzyme su-"- 
pension. ('arbon dioxide was absoibcd in a known amount of KOll, and 


'JAbi.l I 

Hcadiun Balance of I’yniric Acid I'crmcnlaliun 
The reaction mixture contained 1.98 mu of sodium pyruvate, 459 mg. of dried 
water e.xtract of frozen colls, 5 0 mst of phosphate, and 5 ml. of heated liver extract. 
pH 6.5. Total volume, 40 ml. Incubated under nitrogen at 37° for 5 hours. 


Substance 


Pyruvic acid 
Acetic “ 
CJarbon dioxide 
Hydrogen 


SubsUDCe 

produced 

Product per 
mole fermented 
p> ru\ate 

rrv 

neltt 

-1.9S 


l.SS 

0.95 

2.01 

I 01 

1 78 1 

0.90 


hydrogen was detennined by water displacement. After 5 hours incuba- 
tion, gas evolution had ceased and no residual p 3 Tuvatc lemained. To 
insure release of bound carbon dioxide, the reaction mixture was adjusted 
to pH 2.0 with sulfuric acid; dissolved carbon dio.xide remaining in the 
solution was aspirated from an aliquot into KOH. 

An aliquot of the reaction mixture was adjusted to pH 7.5. Volatile 
neutral products were removed bx’ distillation of one-half the x'olume. In 
the distillate ethjd and butx’l alcohols xvere determined bx' the method of 
Johnson (10), and acetone and acetxdmethj-lcarbinol bj’ a modified Mes- 
singer titration. None of the.se substances xvas found to be present. 

The remaining liquid xvas evaporated to a small volume and adjusted to 
pH 2.0 xx’ith sulfuric acid. Volatile acids wen* .steam-di-tillcd off and 
determined bj' a modified Duclaux method. Volatilitv eon'tanl.-- of the 
acid showed that onlx' acetic acid xx-as pifscnt. 
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Lactic acid was determined by the method of Friedemann and Graeser 
(11) in an ether extract of an acidified aliquot of the reaction mixture. 
None was found. Apparently pyruvic acid is fermented to yield mainly 
acetic acid, molecular hydrogen, and carbon dioxide. 

Effect of pH 

The effect of pH on the rate of hydrogen evolution is shown in Fig. 1. 
Hydrogen evolution is most rapid at about pH 6.5. 

The ratio of gases evolved at various pH levels was determined in a 
duplicate experiment. The ratio of carbon dioxide to hydrogen was 0.99 
at pH 6.0 and 6.5, and 0.90 at pH 7.5. Reduction of hydrogen acceptors 



pH 

Fig. 1. Effect of pH on r.ite of hydrogen evolution. Each Warburg flask contained 
12.5 micromoles of pyruvate and supernatant liquid from 70 mg. of suspended frozen 
cells. All solutions were adjusted to the proper pH. The rate of hydrogen evolution 
was constant for an hour. 

present in the enzyme preparation, or a change in the type of reaction 
undergone by pyruvate, may account for the drop in the ratio at pH 7.5. 

Specifidly 

The activity of the enzyme preparations on various substrates at pH 6.5 
is given in Table II. The preparations fail to catalyze anaerobic evolution 
of gas from formic, succinic, lactic, or 3-phosphoglyceric acid, or glucose. 

No hydrogenase activity could be detected with the use of large amounts 
of enzyme preparations by the Thunberg methylene blue reduction tech- 
nique. 

Effect of Phosphate Concentration 

The effect of the concentration of added inorganic phosphate on the rate 
of hydrogen evolution is shown in Fig. 2. In this experiment sufficient 
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buffer capacity to maintain pH 6.5 ± 0.1 in the absence of added buffer 
was provided by the enzyme preparation. 

T.iBLE II 

Activity of Enzyme Preparations on Varioits Substrates 
Each tVarburg flask contained 50 micromoles of substrate, 0 3 ml of heated extract 
of fresh rat liver, and 30 mg. of vacuum-dried water extract of frozen cells. pH 6.5. 


Substrate | 

Gas oh ed X3 30 ram.* 

None 

ntcrffnoUs 

0 28 

Pyrmne acid 

29.20f 

Formic “ 

0.18 

rfZ-Lactic acid 

0.36 

Glucose 

0 12 

3-Phosphoglycenc acid 

0 12 

Succinic acid 

0 12 


• Calculated as equimolecular evolution of hydrogen and carbon dioxide, 
t Hydrogen evolution only. 



Fig. 2 Fig. 3 

Pio. 2 Effect of added phosphate on rate of hydrogen evolution. Each flask con- 
tained 12 5 micromoles of pyruvate, supernatant liquid from 6S mg of frozen cells, 
and added inorganic phosphate as show n On the scale of phosphate equivalents, 
1 equivalent is 12 5 micromoles 

Fig 3 Activation by heated extract of fresh Iixer Each flask contained 25 
micromoles of pyruvate, 100 micromoles of phosphate, supernatant liquid from 67 
mg of suspended frozen cells, and 0 5 ml of healed rat liver extract n here indicated. 

The rate of hydrogen evolution is proportional to the concentration of 
added phosphate up to 0.02 m. Although the heated liver e-xtract and the 
enzyme preparation contain a total of 3 1 micromoles of apparent inorganic 
phosphate as determined by the method of Fiske and Subbarow (12), there 
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is no reaction unless inorganic phosphate is added. Tt will bo noted from 
Fig. 2 that about 5 times as much phosphate are required for maximum 
reaction velocity as would be utilized by a phosphorylation reaction. 

No stable phosphorylation product accumulates during the reaction. 

Activators 

Preparations of the enzyme show a pronounced dilution effect. That 
is, doubling the enzyme concentration more than doubles the reaction rate. 
Addition of heated, deproteinized water extract of either the supernatant 
liquid from a suspension of frozen cells or of homogenized fresh liver results 
in a several fold increase in reaction rate. The effect of adding heated ex- 
tract of fresh liver on the rate of hydrogen evolution is shown in Fig. 3. 

Attempts to replace the heated liver extract by adding 5 y each of co- 
carboxylase, muscle adenylic acid, flavin-adenine dinucleotide, and co- 
enzyme I, and 10“^ M Mg++ and 10“^ m Mn++, or combinations thereof, 
were unsuccessful. These substances had no effect on the reaction rate. 

DISCUSSION 

The enzyme preparations described catalyze the anaerobic dehydro- 
genation and decarboxylation of pyruvic acid to yield acetic acid, carbon 
dioxide, and molecular hydrogen. These preparations vary from prepara- 
tions of previous workers (5-8) in that they arc ceil-frcc, and do not produce 
other products. 

The origin of molecular hydrogen in the butyric fermentation is unknown. 
IJonker (13) suggested that formic acid was produced intcnncdiately and 
split into hydrogen and carbon dioxide; he noted increases in hydrogen 
evolution in the fermentation of glucose by Clostridium hcijerinckii Donker 
when calcium formate was added. Stiles, Peterson, and Fred (14), how- 
ever, found that added formate was fermented only very sluggishly in a 
corn ma.sh fermentation by Clostridium acetobntylicum. While formic acid 
production in normal butyric fermentations of glucose is questionable 
(early reports of the production of minute amounts are probably erroneous 
because of the failure to remove acetylmethylcarbinol from test solutions 
before oxidation with mercuric chloride in the determination of formic 
acid), Osburn, Brown, and Workman (15) were able to accumulate up to 
0.47 mole of formic acid per mole of glucose fermented by Clostridium 
hutylicum by maintaining a relatively alkaline pH during the fermentation. 
Howc^•er, the failure of hydrogen-producing cell-free preparations to act 
on formic acid suggests strongly that formic acid is not an intermediate in 
the in-oduction of hydrogen. 

The fermentation of pyruvic acid by these preparations appears to be 
somewhat similar to the oxidation of pyruvic acid catalyzed by the enzyme 
.systems prepared by Lipmann (IG) from cells of Lactohacillus delbrueckii. 
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It differs in the nature of the ultimate h3’drogen acceptor. In the ojddation 
of pjTU\nc acid, molecular oxj'gen is reduced to hj'drogen peroxide, while in 
the fermentation bj' preparations from Closlridium hiitylicum molecular 
hj’drogen is formed. 

The function of heated liver extract in the activation of our enzjme 
preparations is being investigated further. Lipmaim ( 16 ) has found that 
cocarboxj'lase, flavin-adenine dinucleotide, inorganic phosphate, and 
divalent metals are required for the oxidation of p3TU\’ic acid b3' his prep- 
arations. Combinations of these are required in the catal3'sis of other 
microbiological reactions invohung p3'TU\'ic acid ( 9 , 17 ). Apparenth- some 
additional factor ma3' be necessar3' for the fermentation of p3Tuvic acid b}- 
our preparations, since the addition of these and other possible activators 
was without effect. 

The role of inorganic phosphate in the reaction is also being investigated 
further. Although an uptake of inorganic phosphate has not 3'et been 
demonstrated, an intermediate phosphor3-lation is indicated. From ap- 
proximations given b3- Kaickar in a recent review ( 18 ) of the free cnerg3' 
change in the reaction, it can be calculated that the energx- available prob- 
abl3' permits one phosphor3'Iation per mole of p3Tunc acid utilized. It 
is possible that a labile intermediate phosphate ester, such as acetN’l phos- 
phate, isolated b3- Lipmann in the oxidation of p3Tu\’ic acid ( 19 ), is pro- 
duced. 

strxnuRT 

1 . The preparation of a vacuum-dried cell-free water extract from frozen 
cells of Clostridium bulylicum is de.'cribed. This extract catah-zes the 
fermentation of p3-ruvic acid to acetic acid, carbon dioxide, and molecular 
h3'drogen. 

2 . The reaction is most rapid at pH 6 . 5 . 

3 . The dried preparations catal3'ze the anaerobic evolution of ga^c- at 
pll 6.5 from p^Tiiw acid, but not from formic, lactic, succinic, or 3 - 
phosphogl3’ceric acid, or glucose. 

4 . The rate of h3'drogen evolution from pruaivic acid is proportional to 
the concentration of added inorganic phosphate up to 0.02 ai. Xo stable 
phosphondation product accumulates. 

5 . Preparations of the enz3'me show a pronounced dilution effect, which 
can be overcome b3’ adding heated extract of fie^h liver or of frozen cell-. 
This caimot be replaced b}' cocnz3me I, cocarboxj'lase, flaj'in-adenine 
clinucleotide, muscle aden3'lic acid, or divalent magnesium or manganese. 
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The present paper describes a method which has been in use for the past 
3 years by the writer (1) and a number of colleagues to whom it was person- 
ally communicated (2). It is an application of the ninhydrin-COi method 
of Van Slyke, Dillon, MacFa’dj'en, and Hamilton (3) for determining free 
amino acids. 

The specificity of the ninhydrin-CO» reaction for a-amino acids makes 
posable the direct analysis of plasma without removal of the proteins. 
During the 10 minute heating period used for the reaction small amounts 
of COj are evolved from the proteins and the urea of the plasma, but the 
amounts of this COj are so consistent that corrections can be made for them. 

The amino acid content of serum formed by clotting of either whole 
blood or plasma has been found to be definitely higher than the content of 
plasma. The process of clotting is accompanied bj' a marked increase in 
the free amino acids of the fluid. Results of serum analj’ses cannot there- 
fore be used as accurate measures of the amino acid content of the circulat- 
ing plasma. 

In the general technique of “submicro” (3) manometric analyses bj' the 
ninhydrin-COj method, with such small amounts that the manometer read- 
ings are made with the COj gas at 0.5 cc. volume, an improvement has been 
introduced by nearly saturating with NaCl the 0.5 n NaOH and 2 N lactic 
acid which are introduced into the chamber. Thereby the i correction of 
Van Slyke and Neill (4), for reabsorption of CO; while the meniscus is 
raised to the 0.5 cc. mark, is diminished from 3.7 to 0.6 per cent, and errors 
from its variation are lowered to less than 1 part per 1000 of the CO; 
determined. 

Also a procedure has been found for treating rubber connections in such 
a way as to minimize their uptake and gi\’ing off of traces of CO;, and to 
render possible the use of a rubber-stoppered Erlenmeyer flask as a reaction 
vessel, even when, as in plasma anah’ses, the sample contains onlj' 30 to 
50 7 of carboxyl nitrogen. 


3S7 
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Apparatus 

The apparatus is tlic same as tliat described by Van Slykc, Dillon, Mac- 
Fadycn, and Hamilton (3), with the exception that a convenient adaptation 
of stock 25 cc. Pyrex Erlcnmcj'cr flasks as reaction vessels has been em- 



- D E 

Flc;. \ . A, parts of the reaction flask. B, temporary clamping of tube after evacu- 
ation of the flask. C, clamp replaced by glass rod; vessel attached to the rack 
in the steam bath. D, attachment of reaction vessel to the Van Slyke-Neill 
chamber. E, use of mercury bottle to seal the coek of the Van Slyke-Neill chamber. 

ployed. Also a simple rack has been devised for holding the reaction ves- 
sels in an ordinary steam bath, and a convenient form of mercury bottle for 
scaling the Van Slyke-Neill chamber. 

Erlcnmeijer Flask Reaction Vmrf— Pyrex Erlenmeyer flasks with flanges 
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as they are obtained ordinarilj’- make suitable reaction vessels. If the 
flange is not circular, it is made so by grinding the uneven edge until it fits 
tightl}' into the adapter. 

The flask is prowded with an adapter (Fig. 1, A) which serves to close 
the flask during the reaction and then to connect it with the Van Slyke- 
jMeUl chamber. The adapter consists of a glass tube of 8 mm. outer diame- 
ter and 4 to 5 cm. long, bearing an equal length of rubber tube at one end 
and a No. 6 rubber stopper at the other. The rubber tube has a bore of 
5 mm. (3/16 inch) and a wall thickness of 3 mm. (| inch).' The stopper has 
a bore of 16 mm. for one-half its length and of 5 to 6 mm. for the rest of its 
length.'' Before the rubber pieces are used, they are scrubbed with vase- 
line (not treated with NaOH, HCl, or water) to remove “bloom,” and are 
wiped to remove e.xcess of vaseline. During reactions the adapter is closed 
by a glass rod of 7 nun. diameter, rather than by a clamp on the tube, be- 
cause the arrangement with the rod, as shown in Fig. 1, C, exposes less 
nibber surface. 

Technique of Handling Reaction Vessel in Analyses — the iiir in the flask has 
been evacuated, preparatorj’ to an analysis (see p. 641 (3)), the adapter is first closed 
with a Day pinch-clamp, as shown in Fig. 1, B. The gloss tube loading to the suction 
pump is then withdrawn and the glass rod (Fig. 1, A) is lubricated with glycerol and 
inserted while the tube above the clamp is pinched flat between the fingers to mini- 
mize the volume of air trapped between the rod and the clamp. (The desirability 
of minimizing the amount of air in the vessel is discussed on p. 642 of the original 
paper (3)). The pinch-clamp is then removed, and the gl.ass rod is pushed further 
in until it is flush against the glass tube, as in Fig. 1, C. WTien the reaction has been 
finished, the flask is prepared for connection with the l\an Slyke-N'cill chamber by 
withdrawing the rod and at the same time replacing the pinch-clamp so that the 
vacuum in the flask is not released. The rubber tube above the clamp is then pinched 
between the fingers, the flask is connected to the chamber, the pinch-clamp removed, 
and the glass tube of the adapter pushed up against that of the chamber, as in Fig. 
1,DA 


' We have used the red rubber tubing listed as "nitrometer tubing, A. H. T. 
specifications” No. 8S42, in the .Arthur H. Thomas Company's catalogue. We have 
also used the black rubber tubing listed as of "minimal sulfur content” No. 30691 
of Eimer and Amend’s 1936 catalogue. 

’ We have used rubber stopper, size No. 6, listed as HR-IOS by .Arthur H. Thomas 
Company. It comes channeled to one-half its length with the 16 mm. hole, and 
requires only the boring of the 5 to 6 mm, hole, 

• The same technique, with closure by a rod instead of a clamp, can be applied to 
the vessels shown in Fig. 1, A and B of Van Slyfce, Dillon, MacFadyen, and Hamil- 
ton (3), so that the rubber area e.vposed in either of these vessels is contracted to 
two circular lines. In place of the glass vessel of Fig. 1, C of the above authors (3) 
Van Slyke and Hamilton (to be published) have introduced a simpler .all -glass 
vessel which eliminates the need of precautions for “rubber COji” its greater cost, 
compared with rubber-closed vessels, is justified when numerous analyses arc to be 
done. 
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Rack for reaction vessels. The rack shoivn in Fig. 1, C is an easily impro- 
vised ' arrangement which permits one to sink the reaction vessels to the 
floor of a bath; so that the rather shallow steam baths found in stock 
equipment can be used for the reaction. The rack consists of a rod, prefer- 
ably metal, sheathed at each end -with rubber tubing, and provided Avith 
four spring clamps.'' The rubber sheaths serve two purposes; the spring 
clamps can be -wired securely to the lower sheath; the upper sheath is cooler 
to handle than the exposed metal when the rack is lifted from boiling water. 

Bottle containing mercury for scaling the curved capillary of Van Slyke- 
Neill extraction chamber. The device showm as F in Fig. 1 is convenient. 

The bottle is first attached to the chamber, and then is rotated upwards to the 
position shown. The curved glass tube from the bottle has a bore of at least 6 mm.; 
so that when the bottle is rotated to the position shown in Fig. 1, E, air in the tube 
will be easily displaced upwards by mercury. Less than 0.1 cc. of air is admitted to 
the extraction chamber when the capillary is sealed in this way. Since 1 cc. of 
laboratory air may contain at times as much as 1 c.mm. of CO 2 , or enough to give 2 
mm. pressure at 0.5 cc. volume, it is desirable to minimize admission of air in order 
to maintain constancy of the blank for microanalyses. 

Solid glass rods for closing reaction vessel. The rod shown in Fig. 1, A and 
(7 is 6 cm. long, 7 mm. in diameter, and is bent at one end to facilitate with- 
drawal from the adapter. 


Reagents 

The reagents are the same as those used by Van Slyke, Dillon, Mac- 
Fadyen, and Hamilton (3) with the following modifications. 

Citrate buffer solution. It is convenient in the plasma analyses to use 
citrate buffer of pH 2.5 in solution instead of solid form. 20.6 gm. of tri- 
sodium citrate (Na 3 C 6 H 507 - 2 H 20 ) and 191 gm. of citric acid (CeHsOr-HjO) 
are dissolved in 1 liter of water. A few crystals of thymol are added as pre- 
servative. 

0.5 N NaOH, approximately C02-free, and 2.0 n lactic acid, both in nearly 
saturated salt solution are prepared as described on pp. 637-638 of Van 
Slyke et al. (3), with the exception that instead of water to dilute the con- 
centrated NaOH and lactic acid, one uses a 25 per cent by weight solution 
of NaCl. The salt solution is prepared by dissolving 250 gm. of NaCl in 
750 cc. of water. A few drops of 1 per cent alizarin red solution are added, 
and 1 N HCl until the indicator turns clear yellow. Traces of dissolved 
CO 2 are then removed by shaking the solution in a large evacuated vessel 
or bubbling a current of air through it. 

* Metal spring clamps of appropriate size and strength ore sold by the Fisher 
Scientific Company, by E. Machlett and Son, and by the Arthur H. Thomas Com- 
pany, ns supports for their models of the Van Slyke-Neill manometer assembly. 
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Glycerol is used as a lubricant for the glass tube inserted as shown in 
Fig. 1, E. The glycerol should be neutral or slightly acid to prevent ab- 
sorption of COj. 


Procedure 

Preliminary Vacuum Healing of Adapter to Remove “Rubber C0 ~” — 
'When the adapter (Fig. 1, d.) stands in air for 2 or more daj’S, CO; accmnu- 
lates in the pores of the rubber and thence escapes into the evacuated, 
heated reaction vessel during the next analj-sis for which the adapter is 
used. The CO; from the adapter may be enough to increase the manometer 
reading bj^ 12 to 15 mm., when the reading is taken wth the gas at 0.5 cc. 
volume. However, the following treatment, carried out on the day of 
analysis, reduces this “rubber blank” to about 4 mm., and the adapter can 
be used for a series of successive analy.^es on the same day without changing 
the blank bj’ more than 0.5 mm. 

An emptj- flask with the adapter in place is evacuated to a pressure of 50 mm. or 
less, and the adapter is closed w-th a glass rod, as described above. The evacuated 
flask is immersed in boiling water for 30 minutes (possibly some kinds of rubber may 
require longer) and thereafter is attached to the suction pump for 3 minutes. The 
adapter is then ready for analyses. Preparation of two adapters suffices for a day’s 
analyses. 

Once prepared to be approximately C02-free, the rubber pieces can be 
kept so by storing in a container from which the air is evacuated. 

Handling of Plasma — As stated in the introduction, plasma rather than 
serum should be used. For routine analyses we use o.xalated plasma and 
mix it with citrate buffer in the reaction flask immediately after it is sepa- 
rated from the erj-throcj-tes. The rest of the analysis can be completed at 
leisure, as the citrate-plasma ini.xtiue keeps, without change in its carbo.xj-1 
nitrogen, for as much as 2 months in the cold 

To 1 cc. of plasma in a reaction vessel are added 2 cc. of citrate buffer 
solution and 1 drop (0.05 cc.) of capiylic alcohol. The solution remains 
fluid enough to permit complete e.xtraction of CO; by the prescribed tech- 
nique. More concentrated solutions of protein may when heated form a 
gel which interferes -with e.xtraction of the CO;. iMore dilute solutions, 
with total volume greater than 3 cc., woidd require a longer time of reaction 
with ninh 3 ’drin to complete the evolution of CO; from amino acids, and 
would cause a correspondinglj- greater correction for the CO; slowh- evolved 
by the proteins. 

Removal of Bicarbonate CO ; — Removal of bicarbonate CO; is accom- 
plished by appljing suction to the flask, reducing the pressure below 50 
nam., while vigorous rotary shaking is maintained for 2 minutes. 

Removal of Heat-Labile “100° CO -” — Some plasmas contain traces of un- 
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identified material which gives off CO 2 for a few minutes when heated at 
100°. We shall call CO 2 of this origin “100° CO 2 ”. Its evolution is nearly 
complete in 2 or 3 minutes active boiling, and is assured by 10 minutes 
steaming. It is removed by evacuating the air from the flask containing 
the buffered plasma sample (see “Technique of handling reaction vessel," 
p. 389), and by heating the evacuated flask for 10 minutes immersed in 
boiling water. The flask is then transferred for 2 minutes to a bath at 
38-40°. The evolved “100° CO 2 ” is finally removed from the vessel by 
attaching the latter to a water suction pump for 2 minutes. The 2 minute 
suction removes all the CO 2 and also cools the contents of the flask as a 
preliminary to adding ninhydrin.® 

Several samples may be heated together to remove the “100° CO 2 .” 
Only two of the adapters used at this stage need to have been prepared free 
of rubber CO 2 . 

Ninhydrin Reaction — After removal of bicarbonate CO 2 and “100° CO 2 ,” 
the adapter is disconnected from the flask, and 100 mg. of ninliydrin are 
measured from a calibrated glass spoon into the flask. An adapter, pre- 
viously treated to free it from rubber CO 2 , is attached to the flask, and the 
flask is immersed in boiling water for e.xactly 10 minutes. In the reaction 
with ninhydrin the timing must be exact at 10 minutes; otherwse, as shown 
by Fig. 3, the correction for CO 2 formed by the proteins will not be accurate. 

Absorption of CO 2 by Alkali in Van Slykc-Ncill Chamber — This operation 
is carried out as described on pp. 643-646 of Van Slyke, Dillon, MacFad- 
yen, and Hamilton (3). The connection of the reaction vessel and the 
manometric chamber (Fig. 1, D) is made as described on p. 389 under 
“Technique of handling reaction veissel.” Lowering the mercury in the 
chamber five times suffices to insure complete transfer of the CO 2 , instead 
of the eight times required in the original method ((3) p. 645), when 3 cc. 
of solution are in the reaction vessel. The use of salt-saturated alkali in 
the chamber accelerates the transfer, perhaps because the vapor pressure 
in the chamber is lowered. 

Determination of CO 2 in Manometric Apparatus — This pi-ocedure is as 
described on p. 646 of Van Slyke et al. (3), with one exception. The satu- 
ration of the solution in the chamber with salt retards the evolution of the 
CO 2 when the solution is acidified and shaken. Whereas 1 minute’s shak- 
ing with the mercury at the 50 cc. mark sufficed to obtain equilibrium in the 
original method, at least 2.5 minutes are required when the salt-saturated 
reagents are used, and 3 minutes provide a safer margin. 

In sealing the cock of the chamber after “ejection of the unabsorbed 
gases,” the bottle showm in Fig. 1, is convenient. 

‘ The necessity of cooling the reaction solution prior to addition of ninhydrin is 
discussed in detail on p. 640 of the previous paper (3), under the heading “Chilling 
the solution.” 
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Analyses in Scries — In running a number of analyses it is convenient to 
remove the “100° CO2” by heating all the flasks and their samples together. 
Then the heatings with ninhydrin are carried out separateh" in series; each 
sample after the first is heated with ninhydrin while the preceding analysis 
is being put through the CO2 determination, from “Absorption of CO2 by 
alkali in Van Sl3'ke-Neill chamber,” to the end of the anah-sis, Bj- this 
procedure the CO2 in each analj-sis is determined immediatelj' after the 
reaction with ninhj’drin, and the danger of h3\'ing anj’ measurable part of 
the evolved CO2 pass into the rubber stopper is less than if a number of 
flasks were put through the ninh3'drin reaction together and then permitted 
to stand for var3ing periods before the CO2 was determined. As shown 
pre^iollsl3• ((3) foot-note, pp. 632-633) it is during such standing rather than 
during the heating of the reaction period that CO2 absorption b3' the rubber 
is most likely to occur. 

’When anah-ses are run in series as described above, it suffices to have 
onl3- two adapters freed of rubber CO2 b3' prcliminar3' heating in vacuo. 
These are used in alternate anah’ses. 

Calculation of Results vcith Correction for Protein CO- Estimated from 
Plasma Protein Content — The pressure of CO2 evolved in the ninh3'drin 
reaction is calculated as 


PCQi = Pt - p: - c 

as in the original method (3), c being the value of pi—pz obtained in a blank 
analysis. 

The carbox3-l nitrogen content of the plasma in mg. per 100 cc. is calcu- 
lated as 

Jig. COOH-X per 100 cc. = Pcoi X factor — (protein CO: urc.i CO;) 

(The teim carboxyl nitrogen and its symbol, COOH-N, are used as pre- 
\’iousl3- defined ((3) p. 638).) The factor is from Table I. The protan 
CO 2 -f- urea CO 2 can be calculated as 0.00077 protein X -f- 0.0026 urea X, 
where all values are expressed as mg. of N per 100 cc. of pla.=ma. (In place 
of 0.00077 protein N one ma3' substitute 0.125 X gm. of protein per 100 cc.) 
The correction is most convenienth' computed 63* the line chart in Fig. 2. 
As indicated b3' the line drawn from 10 mg. of urea X' to 7 gm. of protein 
per 100 cc., the correction for protein and urea in a plasma with normal 
contents of these sub.stances is about 0.9 mg. of carbox3i X per 100 cc., onh' 
0.026 mg. being contributed b3' the urea. Except in uremic cases, the urea 
correction is so .«light that a urea X content of 15 mg. per 100 cc., and a 
urea CO2 coirection of 0.04 mg. of COOH-X” per 100 cc., can be a.=.«umcd. 
The protein content for purposes of the correction can be estimated accu- 
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ratelj'^ cnoiigli from the specific gravity of the plasma bj' the formula of 
Moore and Van Slyke (5); viz., 

Gm. protein per 100 cc. plasma = 343 (sp. gr. —1.007) 

The fnetors in Table I arc computed by Equation 1 of Van Slyke and Folch (6) 
by using the constants <5 = 3, /I = 50, a' = 0.307 X a' for CO 2 in water. For a = 


Plasma 
proteins 
Gm/100 cc 
plasma 


Cornection 
toCOOH-N 
Mg /JOO cc 
pasma 


UreaN 

Mg /lOO cc 
plasma 



Fig. 2. Line chart for estimating correction due to CO 2 evolved by protein and 
urea. 

0.5, i = 1.006; for a = 2.0, i = 1.003; for a = 10.0, i = 1.001. The a' of the salt- 
saturated acid lactate solution from which the CO 2 is extracted and also the i values 
were determined by the method of Van Slyke (7). The factors for carbon were 
multiplied by 14.01/12.01 to transform them to factors for nitrogen. 

Calculation of Results with Correction for Protein CO 2 Determined by a 
Second Heating— The evolution of CO 2 from protein proceeds at a constant 
rate for at least an hour. Hence, after the amino acids are destroyed by 
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the ninhydrin, if the 10 minutes heating of the reaction mixture is repeated, 
the amount of CO 2 formed during the reheating ■nill be the same as the 
amount formed from protein during the 10 minute reaction of the analysis 

Tabix I 

Factors by Which PcOi Is iluliipUcd to Obtain Mg. of Carboxyl Kilrogcn 


For use when the 0.5 K XaOH and 2.0 n lactic acid employed in the analysis are 
made up in 25 per cent NaCl solution. 


Temperature 

f Factors 

a = 10^ 

1 « ixai 

a «= 2.000 1 

* = l.OOJ 

e - 0-500’ 

» « 

•c. 




15 

0.00S003 

0.001603 

0.0004020 

16 


1597 

04 

17 


90 

3987 

18 


84 

70 

19 

7871 

78 

54 

20 

39 

71 

38 

21 

07 

65 

22 

22 

7776 

59 

06 

23 

45 

52 

3890 

24 

14 

46 

75 

25 

7685 

40 

61 

26 

56 

34 

46 

27 

27 

28 

31 

28 

7598 

23 

16 

29 

69 

17 

02 

30 

40 

11 

3787 

31 

12 

05 

72 

32 

7484 

i 1499 

58 

33 

56 

94 

45 

34 

27 

88 

31 

35 

7300 

82 

17 


• To calculate carboxyl nitrogen directly in mg. per 100 cc. of plasma when the 
sample anal3-zed is I cc. of plasma, multiply PcOi bj’ 100 times the factorin the last 
column; e.g., by 0.0393S when the temperature is 20°. 


proper, and can be deducted as the protein correction.' (The COj evolved 
from urea during the reheating is negligible, as will be shown in the e.xperi- 
mental part.) 

* The validitj* of this correction for proteins is discussed on p. 650 (3). 
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To determine the protein.correction for any analysis, after the CO 2 formed 
from amino acids has been transferred to the Van Slyke-Neill chamber, the 
reaction vessel is disconnected from the chamber, and during the discon- 
necting the pinch-cock is applied so that the vacuum in the vessel is main- 
tained. The pinch-cock is then replaced by the glass rod, the vessel is 
heated another 10 minutes in the steam bath, and the CO 2 formed during 
this heating is measured. 

To distinguish the CO 2 evolved from amino acids -f protein -f urea in 
the ninhydrin reaction during the first heating from the protein CO 2 evolved 
during the second heating (urea CO 2 is negligible in the second heating), the 
subscripts I and II are applied to the pressure readings in the following cal- 
culations. 

1st heating, (PcOj)i = (Pi — P 2 — c)i; 2nd heating, (FcOj)ii = (Pi - P 2 - c)ii 
The pressure Pcoj of CO2 from amino acid carbo.\3d groups is calculated 
by subtracting (Pco,) n from (Pco,)i. 

PCO, = iPl — P2)l — (Pl - P!)lt 

c cancels out in the subtraction, since it occurs in both (Pcoi)i and (PcoJu- 
The carboxyl nitrogen is then calculated as 

Mg. carboxyl nitrogen = PcOi X factor minus 0.0026 urea N 

The urea correction, 0.0026 urea N, as stated, can be assumed to be 
equivalent to 0.04 mg. of COOH-N per 100 cc. of plasma, except in cases of 
pathologically high blood urea. 

Examples of Analyses of Normal Plasmas 

A. Calculation with protein correction estimated from plasma protein content 

Pl = 264.0 mm., p^ = 110.1, c = 24.0 mm., temperature = 24.0°, factor = 0.03875 
Protein concentration = 7 gm. per 100 cc. Urea N = 10 mg. per 100 cc. PcOt — 

264.0 - 110.1 - 24.0 = 129.9 mm. 

COOH-N per 100 cc., uncorrected for protein and urea CO 2 = 0.03875 X 129.9 = 

5.00 mg. 

Protein urea correction from nomogram = 0.90 mg. COOH-N 
COOH-N corrected = 5.00 — 0.90 = 4.10 mg. per 100 cc. 

B. Calculation with protein correction estimated from seeond healing 
First heating p, = 264.0 mm., pt = 110.1 

Second heating p, = 159.1, P 2 = 110.5; temperature = 24.0° 

PcOa = (.Pl — Psli (pi ~ Psln = 1^.9 — 48.6 = 105.3 
COOH-N corrected = (105.3 X 0.03875) — 0.03 = 4.05 mg. per 100 cc. 

EXPERIMENTAL 

Quantitative Recovery of Amino Adds Added to Plasma, to Scrum, and to 

Erythrocyte Solution 

The rc.sults are shown in Table II. 

Behavior of Urea under Conditions of the Analysis — As previously pointed 
out ( 3 ), urea heated trith water plus ninhydrin forms less CO2 than if the 
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heating is done without ninhydrin, the depressing effect of ninhydrin on the 
CO2 evolution being e\idence that ninhydrin combines with urea to form a 
compound which evolves CO* less readily than does the free urea. This 
beha\ior is shown in Table III, by comparing the results under (A) with 
those under (B). Furthermore, in the second heating with ninh ydrin, al- 
most no CO; was evolved, indicating that during the first heating the com- 


Table U 

Recovery of Amino Acids Added to Plasma, Serum, or EryOtrocyles 
Protein and urea corrections were made by the nomogram of Fig. 2. 



COOH-N 
found 
btfore 
addition of 

1 vnmo adds 

Amino acids added I 

I COOH-N' 



V « . « 





. 


1 1 

; Substance 

1 Amount of 

1 COOH-K 

addins 
anuno adds 

1 




mf, ptr 
JOO cc. 


rtg. per 

m u. 

Til. per j 
m cc. \ 

rtg. per 
m cc. 

per cent 
ef edied 
COOE‘S 

Plasma 1 

2.91 

Arginine 

64. 66* 

67.96 

65.05 

100.6 



monoehloride 





“ 2 

4.27 

<< it 

4.57* 1 

8.S0 ] 




4.31 

fl t« 

4.57 

8.S2 

4.52 

90.1 

•' 3 

5.30 

Aspartic acid 

45.70* 

SO. 98 

45.68 

98.7 

“ 4 

3.54 

Hexone bases | 

5.32t j 

8.95 j 

5. 41 

JW.S 



from gelatin | 

1 ! 

1 j 



" S 

4.19 

Monoamino acidsl 

29.22t 

33,27 

29.0S 

99.5 



from gelatin j 


i ! 



“ G 

3.59 

Casein pancrea- ! 

31.99t 

1 35.55 




3.55 

tic digest 

i 

1 35.78 




3.^ 

44 44 


1 35.33 

. 31.98 

100.0 

Serum 1 

5.69 

4 4 4 4 

' 24.37t 

1 30.29 

1 



5.80 

t( 44 


30.51 

; 24.37 

101.1 

Erythrocyte 

3.41 

ti 4. 

24.37t 

' 27.SS 

j 24.47 

100.4 

solution 

1 


f 

1 

( 



• Theoretical from weighed addition of pure amino acid. The amounts of arpnine 
monoehloride added to Plasmas 1 and 2 were 9S0.0 and 34.2S, of aspartic acid in Plas- 
ma 3, 220.0 mg. per 100 cc. Separate analyses of the preparations gave 99.2 per cent 
of theoretical carboxyl X for the arginine and 9S.7 per cent for the aspartic acid, 
which is unique in evolving 2 moles of CO, (3). 

t From analytically determined COOH-X of added amino acid mi.vture. 


bination of urea to form a heat-stable compound with ninhydrin was almost 
complete. 

The results in Table III were obtained by putting urea solutions of the 
indicated concentrations through the procedures described for plasma 
analy.ses, with second heatings as described for obtaining the protein cor- 
rection. In the e.vperiments under (A), however, the ninhydrin was 
omitted, in order to show the rate of urea hydrolysis in absence of ninhy- 
drin ; and in the analyses under (C) a known amount of arginine was added 
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in order to show the non-effect of urea on the reaction of ninhydrin with 
amino acids under the conditions of the plasma analyses, even when urea 
is present in more than maximal uremic concentration. 

Experimenis Showing Thai the “100° CO 2 ” Evolved by Heat-Labile Sub- 
stances Other Than Urea and Protein in Plasma Is the Same Whether Ninhy- 
drin Is Present or Absent during Heating — To demonstrate this point the 
“100° CO 2 ” was measured by two procedures, in one of which the “100° 
CO 2 ” was evolved by heating without ninhydrin, while in the other it was 

Table III 

Behavior of Urea under Conditions of Plasma Analysis 
The results show (A) amounts of COi formed by hydrolysis of urea heated at pH 
2.5 in absence of ninhydrin; (B) the smaller amounts formed when ninhydrin is pres- 
ent; (C) failure of urea, even in larger proportions than in uremic blood, to prevent 
quantitative reaction of ninhydrin with an amino acid. 



(A) 

No ninhydrin; no amino acid 

(B) 

100 mg. ninhydrin; no 
amino acid 

100 mg. ninhydrin; 
38.0 mg. amino 
acid; COOH-N* 

Urea N con- 
centration 

1st heating 

2nd healing 

1st heating 

• 





Carboxyl nitrogen equivalent to COt formed 


From urea 

From urea and 
amino acid 

mr. ftr 

100 cc. 


per cent 
of urea N 

ttiR. per 
100 cc. 

per cent 
0 / urea N 

m^r. per 
200 cc. 

per cent 
of urea N 

mg. per 
100 cc. 

mg. per 
100 cc. 

mg. per 
100 ee. 

0 

m 

0 

0 


0 

0 


37.89 


56 


1.16 

0.61 

1.11 

0.17 

iSSI 


38.10 


140 


1.11 

1.44 

Ii9 

esa 

mm 


38.34 


280 

■11 

1.14 

3.03 

m 

la 

m 


38.82 

■ 

Mean percentage 









of urea N 

1.14 


1.07 


0.26 





* 571.4 mg. of arginine monochloride per 100 cc. 


evolved in the presence of ninhydrin. In the experiment tvithout ninhy- 
drin, after the bicarbonate CO 2 had been removed at room temperature by 
evacuation of the acid-buffered mixture, the latter was merely heated 10 
minutes in the bath, and the CO 2 formed was determined. In the experi- 
ment until ninhydrin two plasma analyses were made, as described for 
routine analyses, except that in one of them the preliminary heating to 
remove “100° CO 2 ” was omitted. In both of these analyses the protein 
CO 2 was determined, as described for routine analyses, by a second heating 
of the ninhydrin-plasma mixture. The results are given in Table IV. 

It will be noted in column (C) that the correction for protein CO 2 was 
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higher by 0.18 mg. per 100 cc. when the plasma tos preheated to remove 
“100° CO 2 ” (bottom line) than when the preheating was omitted (line 
a\)ove). This effect of preheating the protein without ninhydrin, in increas- 
ing the rate of protein CO; evolution after ninhydrm vas added, vas noted 
in other similar experiments. Apparently the heat denaturation of the 
proteins makes them more labile ■nith respect to this CO; 


Table IV 


"100° COs" Determined Directly by Heating imthoiil Xinhydnn and Indirectly .Is 
Difference betiieen Xinhydnn Analyses teith and inthout Preheating 


Preheatmff to re* COOH K mdicated 
move "lOO* CO***| by CO e\oKcd in I 

before nmhidfin I sub^eqaent heat ' I 

addition tnfis with ninh>dfia Correction ' 





for COi 


Method of detennmmg 
”100* CO3’’ 

PfC 
heated 
or not 


Heating 

I 

Heating 

n (» 

correc 
tion for 
CO* from 
protein) 

from urea 
in Heat 
tag 1* 

for urea and 
protein CO* 




(A) 

(B) 

(C) 

(D) 

(E) 




mg fet 
100 cc 

rtg per 
JOO cc 

ng per 
100 cc 

rt; per 
100 ce 

>^g Per /ft? ee 


Direct determina- 

+ 

0 67 

Heatings 

0 09 

0 5S 


tion of “100'’ 



T\ith 

mn- 


(A - D) 


CO:” evoh ed in 



hjdnn 0 - 




preheating with- 



mitted 




out ninhjdnn 
Diflcrenee between 

0 

0 

6 48 

1 11 

0 02 

5 35 


COOH-N deter- 
minations v^nth 






Q 

1 

0 

1 

e 


and without pre- 
heating in ad- 


Not 

6 05 

1 29 

0 02 

4 74 


\ance of ninhj- 


meas 




(B-C-D) 


dnn reaction 


ured 




■ 



"ICO* 
CO” m 
equu’al 
eats of 
COOHV 


(F) 


r'S per 
JOO ct 


0 5S 


0 01 


* The urea N of the plasma n as S 0 rag per 100 cc The corrections in column (D1 
are calculated from the mean percentages, 1 14 and 0 26, at the bottom of Table III, 
for COj crolved by urea mthoot and with ninhjdnn respcclirely 


Variahiltly of "100° COf’ tn Different Plasmas — The experiments (Tabic 
V) were carried out by the same tno U pes of technique by which the remits 
in Table IV were obtained. They show \alues for “100° CO;” vaiynng in 
different plasmas between 0 and 0 6 mg per 100 cc , in equivalents of 
COOH-N. 

Determination of COz Eiohcd from Plasma Proteins under Conditions of 
Ninhydrin Reaction — It has prc\nousW been shown (3) that protein'- heated 
with ninhydrin under the conditions of the analysis e\ oh c slight amounts 
of CO; at a constant rate for more than an hour For this rea-on it 1 = pos- 
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sible to determine the correction for protein-evolved CO 2 in plasma analyses 
by first, through 10 minutes heating ivith ninhydrin, removing all the CO 2 
evolved by amino acids, and then carrying through a second heating, during 
which only the slowly evolved CO 2 from the proteins continues to form. 
That this slowly evolved COo all arises from the proteins, or at least from 
substances precipitable with the proteins, is shown by the fact that after 
deproteinization of plasma Van Slyke and Hamilton (to be publi.shed) find 
that the source of this CO 2 is removed. 

Tablk V 

Variabilily of “100° COi" in Different Plaxmint 


All results arc in terms of mg. of COOII-N per 100 cr. of plasma equivalent to the 
CIO- formed. 

Bicarbonate CO- was removed by preliminary evacuation. 


Plasma No. 

Direct determination of “100* COj” evolved 
by preheating without ninhydrin 

“100* COj“ estimated as difTcrcncc between 
COOH-N determination with and wjlhout 
preheating 

epOH-N 
equivalent to 
COs formed 

(A) 

Urea N 
content of 
plasma* 

(B) 

“100° CO,” 1 
in COOH-N ! 
cquivalentsf 

(c) = (A- ; 
0.0114 B) 

COOH-N 

determined 

without 

prchcatingt 

(D) 

COOZf-N 

determined 

after 

preheatingt 

(E) 

"lOD" COi” 
in COOH-N 
equivalents 

(F) - (D - E) 


1 

mg. per 100 cc. 

mg. per 100 cc. 

i 

mg. per 100 cc. 

mg. per 100 cc. 

m£. ter 100 cc. 

mg. per 100 cc. 

I 

0.54 

9.0 

0.44 

3.27 

2.86 

0.41 

II 

0.14 

15.6 

-0.04 




III 

0.13 

10.1 

0.02 

5.76 

5.86 

-0.10 

IV 

0.64 

8.1 

0.55 

5.32 

4.73 

0.59 

V 

0.15 

11.7 

0.02 



! 

VI 

0.73 

11.7 

0.60 




VII 

0.44 i 

1 

12.3 

0.30 


1 



* Plasma urea N determined by the gasomctric urease method of Van Slyke (8). 

t The total column (A) is corrected by subtracting 1.14 per cent of the urea X 
(see Table III). 

t Each COOH-N analysis was carried out with two successive heatings with nin- 
hydrin, and the corrections for protein and urea were made as in Table IV. 

In order to relate the rate of slowly evolved CO- formation to the protein 
content, plasmas of varying protein content were heated 10 minutes with 
ninhj^drin in the usual manner, and the CO 2 formed (amino acid CO 2 and 
“100° CO 2 ”) was removed by evacuation on the water pump. Without 
releasing the vacuum each flask was returned to the steam bath for G, 10, or 
15 minutes, and the CO- evolved during this second heating was measured. 
The re.sults in mg. of carboxjd nitrogen per 100 ce. equivalent to the CO- 
formed in the second heating are .shown in Fig. 3. 
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Difference bcliccen Arnino Acid Contents of Serum and Plasma 

Serum always contains more measurable COOH-X than plasma. The 
COOH-N in serum can amount to 110 to 140 per cent of that in plasma. 
The excess cannot be ascribed to the osmotic action of anticoagulants, be- 


Cor>pectionfor>s!owfyf>eactjng substances (p«5teins) 
Kg. COQH-Jf pen 100 cc. plaatna 



Fig. 3. Relation of CO* evolved by plasma proteins to the amount of protein and 
to duration of the heating period. 

cause plasma obtained with the aid of otalate, of heparin, and without anti- 
coagulant j-ields the same amount of COOH-X, and this amount is sig- 
nificantly lower than that obtained from serum of the same blood. The 
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results of an illustrative experiment are shown in Table VI. They were 
obtained with use of the all-glass reaction vessel of Van Slyke, Dillon, 
MacFadyen, and Hamilton ((3) Fig. 1, C). In this experiment, the plasma 
obtained without anticoagulant was allowed to clot, and the serum from it 
was separated immediately after the clot had formed. 

In subsequent experiments, not tabulated, the blood was drawn into 
chilled, paraffined tubes and the plasma was centrifuged -without anti- 
coagulant. The plasma was separated and allowed to clot and the serum 
was analj^zed for COOH-N at different intervals. The results indicated 
that the COOH-N began to increase rvithin 2 hours, and that after several 
hours a level of COOH-N was reached which was 40 to 60 per cent higher 

Table VI 

RmuIIs Showing (j4.) Non-effcct of Anticoagulant on Carboxyl N of Plasma and {B) 
Increase of Serum Amino Acid Content during Clotting 
All analyses were made on material from the same blood. 



Blood fraction 

Carboxyl N 



mg. per JOO ce. 

A 

Oxalate plasma 

4.63 

4.66 


Heparin “ 

4.44 

4.47 

B 

Serum from plasma clotted in absence of cells; no anti- 

4.72 


coagulant present 

4.68 

4.66 


Serum from whole blood, clotted in presence of cells 

5.27 

5.33 


than that at the start of clotting. It follows that serum formed by clotting 
of plasma either in the presence or the absence of erythrocytes -will contain 
more or less of this extra COOH-N, depending on the clotting time. A 
more detailed study of clotting and anticoagulants is in progress and will 
be reported at a later date. In the meantime, the recommended material 
for analysis is plasma obtained ■\vith oxalate, heparin, or citrate as anti- 
coagulant. 


SUMMARY 

The gasometric determination of amino acids by their specific reaction 
■with ninhydrin to evolve CO 2 , described by Van Slyke, Dillon, MacFadyen, 
and Hamilton (3), has been applied to blood plasma under conditions which 







D. A. MACFADTEN 


403 


avoid the necessity of removing the proteins or the urea. These substances 
evolve small amounts of CO 2 , but corrections for them can be accurately 
applied. 

In manometric analyses by the ninhydrin-COs method, particularly in 
the submicroanalyses used for plasma, it has been found advantageous to 
saturate with NaCl the O.S n NaOH and 2 k lactic acid introduced into the 
manometric chamber, in order to diminish the solubdity of CO 2 in the final 
acidified mivture. Factors are pven for use with the salt-saturated re- 
agents for general, as well as for plasma, analjses. 

When either whole blood or separated plasma clots, the amino acid con- 
tent of the serum formed is usually 10 to 40 per cent greater than that of 
the plasma. To avoid error from this artifact plasma rather than serum 
should be used for the analysis. The mechanism by w hich amino acids are 
set free during clotting will be the object of fui ther studj'. 

The present method owes much of its practicability to continuous and 
congenial collaboration with Dr. Paul Hamilton and Di. Donald D. Van 
Slyke. 
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Many enzymes, such as urease (9, 19) cathepsin, papain and papain-like 
enzymes (9, 8), carbonic anhydrase (12), succinic dehydrogenase (11, 16), 
and glycerol oxidase (3), are activated by reducing agents and inactivated 
by oxidizing agents. The activit 3 ' of crj'stalline urease appears to be a 
function of oxidation-reduction potential with a maximum activitj' at Es 
= -t-150 millivolts and a decrease in activiU’ in strongb- reducing as well as 
stronglj- oxidizing solutions (19). A large group of cnzv'mes appears to be 
relativelj' insensitive to oxidizing and reducing agents, although with most 
of these enzjnnes the effect of extremely active reductants and o.xidants 
has not been determined. Of this group j'east invertase has been studied 
with these reagents (17) and it was found that while enzjTne activitj' was 
unaffected bj' reductants and mild oxidants over the Es range from —270 
to -f-GOO millivolts strong oxidants producing potentials greater than -f 600 
millivolts irreversiblj' inactivated the invertase. 

With phosphatase the effect of oxidants and reductants is not clear; 
certain reducing agents, such as activated hj'drogen, sulfhj-drj’l compounds, 
cyanide, and ascorbic acid inhibit, while oxidants like fcrricyanidc and 
iodoacctatc do not inhibit (12, 5, 20). The effects of sulfhj'diyl compounds 
are probablj' unrelated to their reducing properties, since cj’stcine may 
activate, have no effect, or inhibit phosphatase, depending on the conditions 
of the experiment (20, 15). The present investigation was made in an 
attempt to clarifj' the relationship of oxidants and reductants to phos- 
phatase activitj'. 


Dfethods 

Phosi)hatase was prepared from beef lung and kidnej' according to 
Albers (1). The final product was a white powder with activitj' com- 
parable to the phosphatase preparation of .Mbers and was generallj' used 
at a concentration of 0.1 mg. per ml. of digest. In a tj-pical e.xperiment 
this amount of enzvme liberated 0.08 mg. of P in 1 hour at 37°. The 
cnzj'ine preparation contained both alkaline and acid phosphatases. Ex- 
periment.s were also performed with milk phosphatase purified bj' alcohol 
precipitation and dialj'sis, and with a highlj- purified and verj' active jirep- 
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aration of alkaline phosphatase obtained from intestine by Dr. Gerhardt 
Schmidt (c/. (18)). In all cases the phosphatase activity was expressed as 
a percentage of the control which contained no oxidizing or reducing agents. 

The method used in determining the phosphatase activity is essentially 
that of Bodansky (4). In each of ten test-tubes was placed 0.5 ml. of 
phosphatase plus 0.5 ml. of an oxidant or reductant (usually 1 X 10“’ or 
1 X 10“’ m)- After temperature adaptation at 37° ± 0.01°, to each tube 
were added 4 ml. of 0.5 per cent sodium gl 3 "cerophosphate (Merck) dis- 
solved in a 0.442 per cent veronal (Merck) buffer at pH 8.5, adjusted to 
37°. After 1 hour 1 ml. samples were removed and added to 1 ml. of 10 
per cent trichloroacetic acid, then filtered through Wffiatman filter paper 
No. 42. The inorganic phosphate was determined according to Fiske and 
Subbarow (7) by adding 1 ml. of filtrate to 7 ml. of water, 1.6 ml. of am- 
monium molj'bdate reagent, plus 0.4 ml. of aminonaphtholsulfonic acid 
reagent. 15 minutes were allowed for the color to develop and the con- 
centration of inorganic phosphate Avas measured with a Spekker photo- 
electric colorimeter (red filter No. 1, maximum absorption at 640 m^) 
Avhich had been standardized AAdth solutions of known phosphate content. 
At the concentrations emplo 3 ’’ed the presence of oxidants or reductants did 
not interfere Avith the determination of phosphorus (cf. (21)). 

During the course of the digestion samples Avere taken from the tubes 
and the oxidation-reduction potential of the solution measured Avith the 
platinum electrode connected to a Beckman pH meter adapted for meas- 
uring potentials in millivolts. The Eh of digests containing the ver3'^ strong 
oxidants Avas not stable but tended to decrease someAvhat Avith time; the 
values recorded are those measured a feAV minutes after the addition of 
substrate to the enz3'me-o.xidant solution. 

Results 

Preliminary studies on phosphate liberation by phosphatase as a function 
of time indicated that the reaction folloAA's a smooth curvilinear (almost 
linear) course over a period of 3 houi-s. In vieAV of this the amount of P 
liberated in 1 hour Avas taken as a measure of rate. In preliminar 3 ’’ experi- 
ments 1 X 10“’ M concentrations of oxidants or reductants in the digest 
Avere uSed. Since marked inactivation of the phosphatase occurred Avith 
some salts, AA'hile it did not AA’ith other salts at the same Eh, it AA'as concluded 
that some compounds caused inactivation at this concentration OAving to 
a specific to.xicity unrelated to Eh. In all subsequent AA^ork this specific 
to.xicit3’’ Avas largely aAmided b3’' using 1 X 10“’ m or loAver concentrations. 
All the enz 3 ’^me preparations had high activity in the absence or in the 
presence of 2 X 10“’ m MgS 04 , and the effects of o.xidants or reductants 
seem to bear no relationship to its presence. A preliminary surA-^ey Avas 
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made of the effects of a variety of different oxidizing and reducing agents 
on phosphatase activity. From this list were then selected for further 
study eighteen compounds which appeared to e.xert little or no inhibiting 
action unrelated to oxidation-reduction potential. 

A dilution of the highly purified intestinal alkaline phosphatase was 
prepared which liberated 0.06 mg. of P per ml. in 1 hour at 37° in the con- 
trol. The phosphatase activity was then measured with each one of 



I'lo. 1. The activity of intestinal phosphatase expressed as a percentage of the 
control is plotted against the oxidation-reduction potential of the digest to which has 
been added one of the following; f , H- -1- Pt asbestos; £, 0.1 saturated H-S; S, 1 X 
10-> M NasS; 4, 1 X 10-' u K,Fe(CN),; 6 , 1 X lO*' it NajSO,; 6, 1 X 10-’ it NajSsO,; 

7. 1 X 10^ M HjOj; S, water; S, I X lOr^ M sodium iodoacetate; JO, 1 X 10^ M KCNS; 
JJ,1 X 10~^ M sodium methionate; IS, 1 X 10~tstK.CrsO7; J.'i, 1 X 10~’ it KjFe(CN)»: 

14 . 1 X 10-> M CrCl,; IS, 1 X lO** H Br,; 16 , 1 X lO't M I-.-ICI; 17 , 1 X 10-> it I.-KI; 
IS, 1 X 10-‘ M KMnO,; 19 , 1 X KT" M KMnO,. 

eighteen different oxidants or reductants, and the enzjTnc activity ex- 
pressed as a percentage of the control. From Fig. 1, where phosphatase 
actixdty is plotted against the Fi of the digest, it is apparent that the points 
for the various agents are not scattered at random but fall roughly along 
a curve. The actiiity of intestinal phosphatase seems to be independent 
of the oxidation-reduction potential over the range from —500 to -f350 
millivolts. Above the latter potential the activity falls rapidly, reaching 
zero at about -1-650 millivolts. The similarity of these results to those 
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reported for invertase ( 17 ) are strildng and suggest a common mechanism 
of enzj’-me inactivation by strong oxidants. The experiment vas repeated 
seA’eral times with intestinal phosphatase subsequentlj' jiurified b3' Al- 
(0H)3 adsorption, vith veiy similar results. 

Essentially comparable results were obtained in a large number of e.x- 
periments with phosphatase prepared from other bovine tissues. In .4 
and B of Fig. 2 are showm the results with lung and kidnei- jihosphatases 
prepared according to Albers ( 1 ), and in C, the results with milk phos- 
phatase purified bj’" dialyzing skim milk in Cenco dial3'’zer tolling. The 



Fig. 2. Per cent phosphatase activity is plotted against the oxidation-reduction 
potential of the digest. Tlie numbers refer to the same oxidants or rediictants as in 
Fig. 1. ^,lung phosphatase ;S, kidney phosphatase; C, milk phosphatase ; i), kidney 
phosphatase (acid). 

lung phosphatase seems to be stable up to slightl3'’ higher potentials than 
are the otlier preparations. The milk phosphatase preparation contains 
reducing s3'stems (indicated b3’' the rapid rate of decolorization of perman- 
ganate) as impurities which react with the strong oxidants and prevent 
them from completely inactivating the enzyme. Althougli sci'eral dif- 
ferent methods were used to separate the phosphatase from these reducing 
systems, the results were only partiall3'- successful. Despite the scatter 
of the plotted data, the similarity of results ivith phosphatase preparations 
from different tissues is striking; for ail the preparations used (including 
phosphatase from human duodenal juice*) the enzyme activit3’ was un- 

’ The author is indebted to Dr. Harry Shwachman for this sample. 
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affected certain reductants and weak oxidants, but was greatly decreased 
by strong oxidants. In general, the effects of these compounds on phos- 
phatase were unrelated to its degree of purity with the possible e.xception 
that the most highlj^ purified preparations may be .somewhat less stable in 
the presence of strong oxidants. Dialj’sis of several different phosphatase 
preparations, which removed the Mg;^ and other impurities, did not mod- 
ify the usual effects of o.vidants and reductants upon the enz>-mc activity. 

Action of Phosphatase on Other Substrates — If oxidizing and reducing 
compounds act primaril.v upon the enzj'me rather than the substrate, then 
their effects should be relativel.v independent of the particular substrate 
employed. With the same technique as was previously used but with 
calcium hexosc dipho.sphate, disodium phenyl phosphate, or Xa(l’;0; in 
place of the sodium glycerophosphate, the effects of oxidants and reduc- 
tants on the activity of kidney phosphatase were studied in the usual 
manner. Results with all three substrates were similar to those with 
glycerophosphate, indicating inactivation of the phosphatase by strong 
oxidants but no effect of the other agents emploj'cd. 

Acid Phosphatase — t’iTiile it appears that acid and alkaline phosphatase 
are distinct enzymes (13), they usually occur together and have soroexvbat 
similar properties e.xcept for pH effects. It was therefore of interest to 
test the action of oxidants and reductants upon the activity of acid phos- 
phatase by adjusting the pH of the digest to 4.5 by use of a veronal-acetic 
acid buffer. It is apparent from a comparison of Fig. 2, D with the 
other curves that the results with acid phosphatase are very similar to those 
with alkaline phosphatase. The point for H^S is somewhat low, howex'cr, 
possibly because of a slightly to.xic action of this rcductant at low pH. 

Effects of Other Oxidants and Reductants on Phosphatase — A large number 
of different compounds w'ere tested on lung phosphatase. 'While most of 
these affected the enzyme activity in a manner to be e.X'pected from their 
oxidation-reduction potentials (Table 1), a large number of reductants, 
chiefly sulfhydryl compounds and cyanide, were found to inhibit phos- 
phatase, in confirmation of the xvork of others (12, 5, 15, 14). Williams 
and Watson (20) haxre suggested that the inhibition of phosphatase by 
sulfhydrj’l compounds is specific and unrelated to their reducing properties, 
since in low concentrations cysteine actually produces activation and since 
the inhibition by higher concentrations is rex’crscd by iodoacetatc just as 
is the inhibition by glycine. Similarly, from the present study it appears 
that the inhibition produced by such reductants is not related to their 
reducing power per sc, but is due to a specific toxicity not shared by otiicr 
reductants, 

RcrersihtlU;/ of Phosphatase Jnacltralion by Oxidants — The question arise* 
whether o.xidants reversibly inactWatc pho'-phat;L'-e a.* with urease (19) 



Table I 


Aclivily of Lung Phosphatase Affected by 1 X 10~’ M Oxidants and Reductants 


Salt 



Salt I 

1 

of digest 

Phosphatase 

activity 


mv. 

per cent 


mv. 

per cent 

Cysteine 


35 

Na2HAsOj 

+246 

100 

Cystine* 

+366 

77 

Nn3As04 

+426 

100 

Thioglycolic acid. . . . 

+134 

69 

FeCl, 

+426 

80 

Glutathione 

+206 

' 68 

FeWOjlj 1 

+536 

10 

KCN.., 

+296 

81 

KIO, 

+546 

100 

NH.OH 

+76 

76 

KC 164 

+521 

16 

SnCK 

+1S1 

13 

KBrOj 

+475 

86 

Na2S204 

+116 

34 i 


+424 

89 


+420 

84 1 

NH 4 H 2 PO 2 

+366 

106 

Na2S206 

+486 

65 1 

Quinone* i 

+609 

16 

NaSeOa j 

+366 

97 j 

Quinhydronc* 

+369 

59 

Na2Se04 

+516 

1 101 j 

Benzoyl peroxide*... . 

1 +463 

! 76 


* 0.1 saturated solution. 


Table II 


Reactivation of Phosphatase by Dialysis or by Na^S after Inactivation by Strong 

Oxidants 


Oxidant 

Treatment 

Eh of digest 

Phosphatase 

activity 

1 X 10“’ M ICMn04 

1 X 10“’ “ “ 

1 X 10“’ “ “ 

None 

Dialysis 

2 X 10“’ M NajS 
None 

mr. 

+666 

476 

296 

ter eeni 

2 

2 

1 

1 X 10“’ " “ 

476 

12 

1 X 10“’ “ “ 

Dialysis 

6 X 10“’ M NajS 

1.2 X 10-’ M NasS 
None 

426 

33 

1 X 10-‘ “ “ 

276 

35 

1 X 10“’ “ “ 

246 

78 

1 X 10“’ “ “ 

426 

74 

1 X 10“’ “ “ 

Dialysis 

None 

386 

91 

1 X 10“’ “ I-KI 

636 

4 

1 X 10“’ ‘‘ “ 

Dialysis 

1.2 X 10“’ M Na-S 

400 

1 

1 X 10“’ “ “ 

436 

9 

1 X 10“’ “ “ 

2 X 10“’ M Na2S 

316 

31 

1 X 10“’ ‘‘ “ 

None 

516 

19 

1 X 10“’ “ “ 

Dialysis 

6 X 10“’ M NajS 

376 

54 

1 X 10“’ “ “ 

306 

81 

\ y lO"-* “ 

2 X 10“’ “ “ 

306 

95 

] V 1f)-J “ Rr» 

None 

440 

0 

1 y- 10-3 “ 

Dialysis 

None 

368 

31 

1 X 10“’ “ CrClj 

446 

12 

1 y 10“3 “ 

Dialysis 

364 

101 


None 

426 

48 

1 V 10”’ “ “ 

Dialysis 

358 

64 


None 

609 

8 

0.1 “ “ 

Dialysis 

350 

58 
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or do so irreversibly as with invertase (17). This problem can be studied 
by inactivating phosphatase with an oxidant, then subsequentl 3 ’ remowng 
the o.xidant b}' dialysis. The results of a tjiiical e.xperiment are shon-n 
in Table II from which it is apparent that the inactivation of phosphatase 
bj' strong o.xidants is partial!}' or completely reversible on dialysis for 100 
minutes, except for 1 ‘X 10~’ m KMnO< and Ij-KI for which inactivation 
is irreversible. 

The problem of the reversibility of inactivation can also be investigated 
by adding a reducing agent to the enzyme after it has been inactivated by 
an o.xidant, then measuring any change in phosphatase acti\’ity. It is 
apparent from Table II that, as before, 1 X 10 ~’ m solution of lOInOi 
produces irreversible inactivation, while inactivation produced by 1 X 10"* 
M KMnOr, 1 X 10"’ M I--KI, or 1 X 10~* m I5-KI is reversed by adding 
KaiS. The extent of the reactivation obtained wth ICa:S is greater when 
the amount of this reductant added to the system is increased. A com- 
parison of the two different methods of reactivation reveals that while 
phosphatase inactivated by 1 X 10 ~’ m I;-ICI cannot be reactivated by 
dial}'sis the addition of NajS can produce at least partial reactivation. 

Mechanism of Phosphatase Inactivation by Strong Oxidants — O.xidation 
of substituent sulfhydr}’! groups in the phosphatase molecule, while it may 
be an adequate explanation of inactivation of enzymes like urease (9, 19), 
cannot account for the inactivation of invertase (17) and phosphatase for 
which stronger oxidants than ferricyanide and iodoacetate, which oiddize 
sulfhydr}'! groups (2), are required to inactivate the 6023706 . Denatura- 
tion of the protein enzyme b}' strong oxidants is an unlikeh’ explanation 
of the inactivation of phosphatase in view of the ease with which it can be 
reactivated b}' lowering the o.xidation-reduction potential. Strong 
oxidants might react with constituent amino acids of the enz 3 Tne such as 
t 3 'rosine, tr 3 'ptophane, or histidine and in this wax' inactivate the 6023706 . 
This is analogous to pepsin inactivation b}' the iodination of t 3 'rosine in 
the protein molecule (10). If the latter explanation be true, one would 
e.xpect a shift in the ultraxlolet absorption spectrum of phosphatase upon 
the addition of strong oxidants in xnew of the fact that the absorption 
spectrum of phosphatase is due chiefl}’ to the presence of t 3 'rosine or 
tryptophane or of both (IS). Such a shift would not be expected if o.xi- 
dants merel}' denature the protein (6). 

Ultrax'iolet absorption spectra of intestinal phosphatase were taken with 
a Hilger quartz spectrograph equipped n-ith a Spekker photometer, with 
a tungsten spark as the light source. The photographic plates were pro- 
jected and the match points at different wave-lengths determined b}' 63 - 6 . 
The enzyme was dissolved in glass-distilled water and placed in a 2 cm. 
quartz cell. The duplicate cell in all cases contained onh’ water plus the 
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oxidant or rcductanl. The; pH of the various unbufTcred solutions, in- 
cluding those containing oxidant or rcductant, vai-ied between 5.0 and 6.0 
as measured with the glass electrode. The concentration of oxidant or 
rcductant in both the enzyme solution and in the duplicate cell was only 
1 X 10““ M, since at higher concentrations the absorption due to the salt 
interfered with the determinations. 

From the results presented in Table III it can be seen that the addition 
of oxidants but not of reduetants to a highly purified preparation of alkaline 
phosphatase brings about a shift in the absorption ma.xima and minima 
toward higher wave-lengths. Results of a similar nature were also ob- 
tained with kidney phosphatase. While these data suggest that strong 


Table Ilf 

Ullraviolcl Absorption Maxima and Minima of Intestinal Phosphatase, Tyrosine, 

and Tryptophane 


Substance 

Oxidant or 
rcductant added, 

1 X IO-« M 

Absorption maxi- 
mum 

Absorption mini- 
mum 

Pliosphiitasc . 

None 

tfi/j 

277 

ntfi 

253 

tt 

KMn04 

2S2 

257 

(( 

I.-KI 

280 

253 

H 

Brj 

280 

254 

( f 

KjCr.O; 

280 

255 

( < 

NajS 

275 

253 

Ti yptoplLano 

None 

280 

242 


KMn04 

280 

242 

Tyrosine 

None 

270 

245 

It 

KMn04 

281 

247 

Biiodotyrosino* 

None 

287 

258 


* Data fiom Ellingcr (0). 


oxidants effect an inactivation of phosphatase by oxidizing constituent 
amino acids of the enzyme such as t 3 u-osine and tiyptophane, the argiment 
would be more convincing if the same concentration of oxidants produced 
a similar shift in the absorption spectrum of the individual amino acids. 
A study of tyrosine and tryptophane (Table III) indicated that the absorp- 
tion spectrum of only the former was shifted by KMn 04 . According to 
Ellinger (G) treatment of tyrosine with iodine to form dilodotyrosinc 
produces a similar shift. From this studj' it appears likely that strong 
oxidants inactivate phosphatase by oxidizing certain constituent amino 
acids such as tyrosine but not tryptophane. For both pepsin (10) and 
phosphatase the enzyme becomes inactivated when tyrosine is oxidized 
in the molecule. 
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1 am veiy grateful to Professor John R. Loofbourow, Dr. Gerhardt 
Schmidt, and Mr. Herbert Jaffe for valuable assistance in this investigation. 

SUMlLiRT 

The acti\'ity of bovine alkaline phosphatase is unaffected b3' most 
reductants and mild oxidants, but is greatty decreased by strong oxidants. 
The activity becomes progressivety less as the oxidation-reduction potential 
of the digest is raised above Ek = -k 400 millivolts and reaches zero at 
Ek = +650 millivolts. The results are independent of the tissue from 
which the enzjTne is obtained and independent of the particular substrate 
employed. Similar results are obtained nith acid phosphatase. The 
inactivation of the enzjnne b\' strong oxidants is reversible, since the 
activity can be restored at least in part bj- adding a reductant or bj' dialj'z- 
ing away the oxidant. 

It is suggested that the inactivation of phosphatase bj" strong oxidants 
can be explained bj’ the oxidation of substituent amino acids in the enzjTne 
rather than b3' oxidation of sulfh3'dr3-l groups or b3' protein denaturation. 
T3TOsine but not tr3"ptophane is among the amino acids oxidized in phos- 
phatase. This is indicated b3’ the fact that the nltranolet absorption 
spectrum of phosphatase, attributable to the tr3'ptophane and t3T0sine 
present, shifts to higher wave-lengths, just as does the absorption spectrum 
of tyrosine, but not of tn-ptophane, upon the addition of strong oxidants. 
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The major difficulties encountered in any attempt to studj’ the mech- 
anism of physiological synthesis of proteins are (1) the heterogeneity of 
substrates in the form of the various amino acids and often other substances 
required for the production of anj’’ ordinary protein, and (2) the fact that 
such sjTitheses are apparently obligate intracellular processes and, con- 
sequently, are not readily available for the detailed study that is possible on 
systems susceptible to extracellular manipulation. The second of these 
considerations is probably in part a consequence of the first, since it is 
likely that only in the cell does there exist the proper concentration and 
distribution of amino acids. A further important reason for this ap- 
parently obligate intracellularity lies in the fact that the fundamental re- 
action in the formation of proteins, namely the sj-nthesis of the peptide 
link between two amin o acids, is endothermic, and therefore, as pointed 
out by Borsook and Huffman (1), can probably occur under phj'siological 
conditions only if linked with some energj’-jielding reaction. The diffi- 
culty of preparing cell-free e.xtracts in which linked reactions will take place 
or even of identifying those which occur within the cell increases the ex- 
perimental complications of the problem. If, in addition, the identity of 
the linked reaction is dictated not only by the energj- requirements of the 
formation of the peptide bond, as such, but also by specific requirements 
imposed on each bond by the influence of the varj-ing character of the side 
chains of the amino acids, then the problem becomes extremely complex. 
In any case, knowledge of the mechanism of the energj’-jnelding reaction 
for the formation of the peptide bond between an 3 ' two amino acids will 
constitute a step toward the solution of this problem. E.vpcrimentation 
in this direction would be greatl}' facilitated if a sj'stem free of the com- 
plications discussed above could be found. Studies on a sj'stem possessing 
promising characteristics for this purpose are presented in this report. 

Ivdno^dcs and his collaborators (2, 3) found one component of the capsule 
of the anthrax bacillus and of manj’ strains of the mescnlcricus group of 
bacilli to be a poh-peptide composed largelj- of <f(— )-glutamic acid. The}- 
showed, further, that certain of these strains produced this poh-peptide in a 
form soluble in the medium and entirelj' dissociated from the bacterial cell. 

415 
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If this peptide consisted solely of glutamic acid, at least one of the com- 
plications discussed above would be avoided. Furthermore, the finding by 
Hehrc and Sugg (4) that cert^iin microorganisms are capable of extracellular 
synthesis of serologically active polysaccharide suggested that •’ome strains 
of this group might provide an extracellular synthesis of the polypeptide. 
If this were the case, it would solve the second major difficulty. 

Before an attempt was made to secure a cell-free system capable of 
peptide synthesis, it seemed desirable first to establish quantitatively the 
composition of the peptide, and then to determine as nearly as possible the 
prcciuBor substrates utilized in its formation. Although the work of 
Schocnheimcr and his associates (5), and more recently that of Ussing (6), 
demonstrating the incorporation of amino acids into proteins, would make 
it seem highly probable that the intact glutamic acid molecule is used as a 
subs-tratc for the peptide synthesis, it was thought advisable to confiim this 
probability, because the use of any substrates too far removed in the met- 
abolic chain from the immediate peptide precursor would seriously com- 
plicate any attempts to prepare an active extracellular system. 

With these objectives in mind, the following studies have been carried out 
on a strain of 'Bacillus subtilis that was found to secrete into the medium a 
soluble peptide. It has been demonstrated that this peptide is composed 
solely of d(— )-glutamic acid, and that, in the synthesis of this peptide, the 
microorganism uses the glutamic acid molecule skeleton as a substrate, but 
not necessarily as the only substrate. 

Microorganism and M edium — Various strains of the sublilis-mesentericus 
group were obtained from the United States Department of Agriculture, 
Bureau of Plant Industry. Of the.se a number were selected, the cultural 
and morphological characteristics of which corresponded most closely to 
those classified as Group I by Ivdnovics (7), who stated that one of the 
characteristics of this group is the ability to secrete peptide into the culture 
medium. Bacillus subtilis, Strain 41259, received from the Department of 
Agriculture as No. 712, was chosen as the most favorable ivith respect to 
quantity and constancy of production of peptide when grown in a simple 
medium, and \vith respect to the relatively slight production of other inter- 
fering substances. The choice of culture media was determined by the 
desirability of using as simple a medium as possible. Fortunately this 
species is generally non-fastidious in its growth requirements, and this 
particular strain was found to produce peptide on Sauton’s medium, which 
is made as follows; A tap water solution containing 4 gm. of glutamic acid, 

2 gm. of citric acid, 0.5 gm. of K 2 HPOj, 0.05 gm. of ferric ammonium citrate, 

5 ml. of a 10 per cent solution of magnesium sulfate, and 20 gm. of glycerol 
is adjusted to pH 7.4 \rith strong ammonia. The whole is diluted to 1 liter 
with tap water, dispensed into a 3 liter Erlenmeycr flask, and sti'rilizod by 
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autoclaving at 121° for 15 minutes. (If the magnesium sulfate is added as 
a drj' salt, a precipitate is apt to form.) 

The inoculum, a few ml. of a 15 to IS hour cultiue of Strain 41259 on 
Sauton’s medium, was washed twice with sterile distilled water and sus- 
pended in saline before using. Peptide production in a given time was in- 
dependent of the maintenance of the culture; inocula of microorganisms 
grown in a rich medium, such as broth or glj-cerol-potato-agar, produced no 
more peptide than those grown on Sauton’s medium. UTien incubated at 
34°, growdh was rapid and a peUicle formed in 2 or 3 daj-s. Prevention of 
pellicle formation by shaking each day retarded peptide production. 

Determinalion of Peptide — The amount of peptide in solution can be 
determined as follows: An aliquot of 30 to 35 ml. of the culture is filtered 
through a Seitz claiifjing filter and, after adjustment to pH 6.0, 5 per cent 
by volume of a saturated solution of copper sulfate is added to the filtrate. 
The copper salt of the peptide is highly insoluble at pH 6.0 but dissolves in 
more acid solutions. If the filtrate is too alkaline, copper glutamate is apt 
to precipitate. (The filtrates of Strain 41259 were usually approximately 
neutral in reaction. Other strains were often fairly acid or alkaline.) The 
copper .salt of the peptide soon separates as a fine light green precipitate 
which rapidly flocculates and then coagulates on standing a short time. 
After being centrifuged and washed twice with dilute copper sulfate solu- 
tion, the copper precipitate is suspended in 5 to 10 ml. of water and the 
•solution made 1.5 n with strong HCl. Tlie greater p.'irt of the precipitate 
dissolves, lca%ing a small amount of reddish brown insoluble material, which 
is separated by centrifugation and discarded. 

The clear light blue supernatant lepre-^ents a preparation of the peptide 
that is remarkably free of other nitrogenous substances, since it contains no 
free glutamic acid, and the glutamic acid liberated by hydrolysis accounts 
for 100 per cent of the total nitrogen (Table I). A Kjcldahl nitrogen or a 
glutamic acid determination on this solution corresponds, therefore, to its 
peptide content. The glutamic acid was determined manometrically by 
Cohen’s method (8) after the solution was concentrated to 2 ml. by ewipor- 
ation in a graduated centrifuge tube and subjected to a 3 to 4 hour period of 
hydrolysis with 20 per ccnt.sulfuric acid. Omission of the .‘ocond ether ex- 
traction used in this method saves much time and introduces no error in the 
results obtained with this material. 

Production of Peptide — The rate of production of peptide and other cop- 
per-precipitable nitrogenous material is shown in Table II. Under these 
conditions of growth, the amount of peptide formed reached a maximum on 
approximately the 7th day and then rapidly decreased, at which time there 
was a relative increase in the amount of copper-precipitable nitrogenous 
material other than glutamic acid peptide. The disappearance of the pep- 
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tide from the medium could be delayed by addition of larger amounts of 
glycerol to the medium or, to a lesser extent, by increasing the glutamic 
acid. Greater concentrations of the other constituents of the medium did 
not produce a similar effect (Fig. 1). The disappearance of peptide in 

Table I 

Analytical Values for Peptide Preparations 
Preparation I was a copper precipitate dissolved in 1.5 N HCl and dialyzed 
against citrate buffer; Preparations II and III, copper precipitate dissolved in 1.5 
N HCl. 



Total N 

Amino N 
before i 

hydrolysis 

Glutamic acid 
N after 
hydrolysis 




mg. per ml. 


atom per cent 

Preparation I 


0.02 

■pm 


“ II 


0.019 



“ III 

0.351 



3.99* 


per cent 


■m 


Glutamic acid HCl from Prepa- 

7.66 



4.00 

ration III j 



■■ 



♦ The preparation was dialyzed against citrate solution and distilled water pre- 
vious to N'® determination and isolation of glutamic acid. 



Fig. 1. Effect of increased concentrations of various medium constituents on 
peptide production. 

older cultures is probably due to a hydrolytic enzyme, which will be the 
subject of further studies. 

preparation of Peptide — For preparative purposes, peptide solutions can 
be freed of copper by HoS, but there is usually considerable loss of material, 
probably due to adsorption by the CuS. On dialysis against distilled 
water, the acid is removed more rapidly than the copper, which remains in 
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the sac and precipitates the peptide as the pH rises. Prolonged dialj-sis 
against acid presents the possibilitj’ of hydrolysis. Dialj'sis against citrate 
buffer (0.5 m, pH 5.0) has been found to remove the copper rvithout pre- 
cipitating the peptide, and the citrate can he removed by subsequent dialy- 
sis against distilled -water. As-would beexpected becauseofthehighlyacidic 
character of this peptide, the solutions obtained by this procedure are apt to 
contain a considerable amount of ash, -which can he removed bj' a 24 hour 
dialysis against 0.1 n HCl. 

Composition and Structure of Peptide — ^Analj'tical values for some peptide 
preparations are shown in Table I. The greatest discrepancies between the 
total nitrogen and glutamic acid nitrogen values do not exceed 9 per cent, 
which is -within the limits of error of the analytical method. More con- 
clusive proof of the purity of these preparations is furnished by the nitro- 
gen isotope analj'ses on Preparation III and the purified glutamic acid 


Table II 

Production of Copper -Precipitable Material on Sauton’s Medium 


Dxys 

Experiment I 

Experiment 11 

Glat&mic addK 

Total N 

Glutxmie add K 

Total N 

4 

mg. per /. 

21.2 

mg. per /. 

22.4 

n{. ftr 1. 

BJ. per 1. 

7 

41.2 

52.8 

50.3 

69.6 

11 

38.6 

90.0 

33.8 

82.4 

14 

29.1 

76.8 

14.8 

72.0 


isolated from it. As -will be described later, the experimental conditions 
leading to the production of Preparation III were such that it was ex- 
tremely unlikely that other proteins and nitrogenous substances produced 
by the microorganisms would have the same isotope content as that found 
for the peptide. Therefore the identit 3 ' of the isotope content of Prepara- 
tion III and of the purified glutamic acid isolated from it precludes the 
presence of other nitrogenous products in this preparation. From these 
data it can be seen that the peptide consists solelj’ of glutamic acid and 
therefore meets one of the requirements discussed above. 

The titration of a purified peptide solution, -with a glass electrode to ob- 
tain the end-point, reveals one free carboxj-1 group per nitrogen atom, as 
would be expected in a peptide of this composition. A peptide solution 
containing 0.511 mg. of N required 11.87 ml. of 0.030 k NaOH for neu- 
tralization, gi\'ing a ratio of N to carboxyl of 1.02. 

With the empirical composition of the peptide established, the further 
problem of its chemical structure presented itself. As pointed out bj’ 
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Ivanovics and his associates (3), two isomeric fonns are possible, depending 
upon which carboxyl group of the glutamic acid is involved in the peptide 
linkage. A study of the effect of alkali on the optical activity of peptide 
solutions offers a convenient approach to this problem. According to the 
work of Dakin (9), and the elaboration of this work by Levene and Bass 
(10) and Bovamick and Clarke (11), if the peptide link is formed by the 
a-carboxyl group, all except the terminal amino acids of the chain should 
racemize in alkaline solutions, unless the chain is hydrol 3 '^zed into fragments 
before racemization can take place. If the peptide link is formed by the 
u-carboxyl, leaving a free carboxjd group adjacent to the asjmmetric 
carbon atom, racemization should not occur. 

A solution of 556 mg. of peptide in 20 ml. of approximately 1 n HCl, 
«!, = +0.50°, was neutralized with NaOH and, after addition of 1.6 ml. of 
saturated NaOH, the whole was diluted to 25 ml. The rotation of this 
solution immediately afler its preparation was —0.16° in a 2 dm. tube and 
this value was unchanged after the solution had stood for 10 days at room 
temperature. During this time, the amino nitrogen increased from 10 to 
20 per cent of the total nitrogen, indicating that little hj'drolysis had oc- 
curred. After another similar experiment, in which there was also no 
change in rotation, and much less hj'drolysis, the peptide was hj'drolyzed 
with strong HCl, and 54 per cent of the total glutamic acid was isolated as 
the hydrochloride, [«]d® = —22.7°. The combined mother liquors were 
also levorotatory. These results, in conjunction wth a negative biuret 
test (3), which w'C have confirmed, stronglj' indicate peptide linkage in- 
volving the w-carboxyl group. 

Substrate for Peptide Formation — After it was found that the peptide 
consisted solely of glutamic acid, the following experiments were undertaken 
to determine whether or not the intact glutamic acid molecule was used 
in the synthesis of the peptide. 

1 liter of Sauton’s medium was prepared containing 3.0 gm. of rfl-glu- 
tamic acid that had been synthesized as described by Schoenheimer and 
Ratner (12) by the catalj'tic reduction of a-ketoglutaric acid in the presence 
of ammonia and deuterium gas, with palladium black as a catalyst. The 
deuterium eontent of this glutamic acid was found to bo 12.9 atom per cent 
CXCC.SS. The method of Keston, Rittenberg, and Schoenheimer (13) was 
used for determination of deuterium. 

The ammonia in this medium contained isotopic nitrogen, N>', to the 
ex-tent of 12.23 atom per cent. This was added as ammonia obtained by 
distillation from isotopic ammonium nitrate (Eastman, N'^lbNOj) in a 
Kjeldahl apparatus. The receiving flask contained the citric and glutamic 
acids that were to be incorporated into the medium and, after the distilla- 
tion the other ingredients were added. The small washed inoculum used 
constituted only a negligible nitrogen dilution. 
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After 4 days incubation the culture filtrate contained 0.31 1 mg. of peptide 
glutamic acid per ml., and after C days, 0.435 mg. per ml. Gro^-th was in- 
terrupted on the 7th day and the entire filtrate was treated wth copper 
sulfate solution. The copper precipitate was triturated irith 1.5 x HCl and 
the insoluble portion discarded. The soluble portion. Preparation II, was 
refluxed for 4 hours with 15 per cent HCl. Alter removal of the copper with 
H:S, the glutamic acid was isolated as the hydrochloride and reciy-stallized 
twice from concentrated HCl. 

Analysis — X found, 7.74; theorj', 7.63 

The content of this glutamic acid was 8.1 atom per cent. The 
content of the ammonia present in the culture medium after growih was 
11.0 atom per cent? The average value between this figure and 12.2, the 
X‘‘ content of the ammonia before growth, is 11.6 atom per cent, and it can 
be assumed that the content of any glutamic acid sj-nthesized bj* the 
bacteria will closely approximate this value. On this basis the fact that the 
isolated peptide glutamic acid had an N'* value of 8.1 atom per cent indi- 
cates that 30.2 per cent of the peptide glutamic acid must have been pro- 
vided by the glutamic acid in the medium without any rupture of the car- 
bon-nitrogen bond. 

The deuterium content of this glutamic acid hydrochloride was found to 
be 3.25 atom per cent, or 3.61 atom per cent in terms of glutamic acid. In 
order to determine the distribution of this deuterium between the or and 
P positions, the method used by Rittenberg, Ratner, and Hoberman (14) 
was employed. A 28.1 mg. sample of the hydrochloride (0.153 mil) was 
diluted with 1984.6 mg. of non-isotopic free glutamic acid (13.49 mvi) and 
then converted to succinic acid by oxidation with chloramine-T. The 
succinic acid was purified as the barium salt. 

Analysis — Ba found, 54.12; calculated, 54.2 

The deuterium content of this .=alt, representing that in the |3 position of the 
peptide glutamic acid, was 0.093 atom per cent, which is the equivalent of 
3.68 atom per cent when calculated on the basis of glutamie acid. Since 
the total deuterium of the peptide glutamic acid was found to be 3.61 atom 
per cent, it is obvious that 100 per cent of the deuterium in the peptide is in 
the p position in the glutamic acid. By a similar degradation it was de- 
termined that the glutamic acid put into the medium contained 9.73 atom 
per cent in the /3 position. According to these values for the /3-deuterium of 
the original and peptide glutamic acids, 37.5 per cent of the peptide glutamic 
acid was derived from that in the medium. 

The discrepancy between this value (37.5 per cent) and that arrived at on 
the basis of the nitrogen isotope analj’sis (30.2 per cent) is probably due to 
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the incorporation into the peptide of some of the glutamic acid resynthesized 
by the bacteria from a-ketoglutaric acid in the reversible reaction 


COOH 

COOH 

COOH 

1 

1 -f NHiR 

1 

CH- 

CHj 

CH- 

1 

CHt* — 

1 

> PIT.* 

-1-N«H2R I . 

1 

1 

) 0 XJ 2 

1 

1 

H*C— NH, 

I 

c=o 

1 

1 

HC— N'^Hj 

1 

COOH 

1 

COOH 

1 

COOH 


The asterisk designates positions containing deuterium. 

involving either the transamination reaction or oxidation with formation 
of ammonia. 

More noteworthy is the fact that, although there is no rupture of the 
carbon-nitrogen bond in at least 30 per cent of the peptide glutamic acid 
units, there is, nevertheless, a complete loss of a-deuterium. Since both 
d- and i-glutamic acid containing deuterium in the a position were available 
in the medium, the loss of a-deuterium could not have been merely the result 
of reactions leading to optical inversion, as the use of either intact isomer 
would have carried some deuterium into the peptide. The complete ab- 
sence of a-deuterium, in conjunction with the presence of intact carbon- 
nitrogen linkages, indicates that a-iminoglutaric acid, COOHCH 2 CH 2 - 

NH 

II 

— C — COOH, ora derivative thereof, was at some point directly involved 
in the formation of the peptide bond. 

This suggests the possibility that the imino derivative may act as the 
oxidant in the reaction mechanism in a manner similar to that discussed bj' 
du Vigneaud el al. (15) who obtained similar results in a study of the in vivo 
acetylation of d-a-aminophenylbutyric acid. They postulated a con- 
densation between a-iminobutyric and pyru\'ic acids with oxidative dc- 
carbox-ylation of the pyruvic moiety. For direct production of the peptide 
by a similar mechanism, it is necessary to propose a condensation involving 
a-keto-5-aminoadipic acid. Perhaps a more likely possibility is peptide 
bond formation by some simpler keto acid, or by an aldehyde, followed by a 
metathesis vnth glutamic acid. This latter mechanism is more attractive 
in relation to the more general problem of protein synthesis, since it elim- 
inates the necessity for postulating a strange variety of o-keto acids, and, 
furthermore, the biological occurrence of many metathetical reactions has 
already been described; namely, the formation of glycogen from glucose 
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monophosphate (Cori and Cori (16)), the formation of polj-peptides (Berg- 
mann and Fraenkel-Conrat (17)), and phosphate transfer in general. The 
demonstration of the involvement of the imino radical in the formation of 
the peptide bond in this pnljiieptide and in the acetylation of amino- 
phenylbutj'ric acid raises the question whether or not it is a necessary re- 
actant in all peptide sjTitheses. 

While the previous experiment provided evidence that a-iminoglutaric 
acid or a derivative thereof was used in the peptide synthesis, it did not es- 
tablish that this was the onlj' substrate used. More satLsfactor 3 ' evidence 
for the validitj’ of the latter assumption would be the production of a pep- 
tide -with an content corresponding to the presence of a preponderance 
of “medium glutamic acid” (i.c., the original glutamic acid put into the 
medium). Accordingly, an experiment similar to the previous one was set 
up, but this time growth was interrupted in 48 hours with the expectation 
that in the early stages of growth there would not be so much newly sv-n- 
thesized glutamic acid available for peptide formation. Since the relative 
proportions of “medium” and sj-nthesized glutamic acid present at the time 
of peptide formation would determine the ratio in which they would be in- 
corporated into the peptide, the conditions obtaining in early growth should 
favor a high peptide content of “medium” glutamic acid and a low N** 
value. 

In this experiment the ammonia in the medium contained 6.99 atom per 
cent of before and 6 .82 atom per cent of N’® after growth. The solution 
of the acid-soluble copper-precipitable fraction had, after dialysis against 
citrate buffer and distilled n-ater, an content of 4.00 atom per cent. 
The glutamic acid hydrochloride (K found, 7.66 per cent; theory, 7.63 per 
cent) isolated from this peptide solution had 3.99 atom per cent This 
solution was designated as Preparation III in the earlier discussion con- 
cerning the purity of the peptide preparation at this stage. As stated in the 
previous discussion, it would be extremely unlikely, under the conditions of 
the e.xperiment, that any amino acids other than the “medium” glutamic 
acid, would have an content which did not correspond more closelj' to 
that of the ammonia than to that of the peptide. 

From the results of this experiment, it can be seen that 42 per cent of the 
glutamic acid in the peptide was obtained from that previouslj* present in 
the medium, con6rming the expectation in regard to the composition of the 
peptide produced in earlj- growth. It would seem, however, either that 
grou-th was not interrupted soon enough to fulfil the purpose of the e.xperi- 
ment or that anew possibility must be considered ; namely, that another sub- 
strate is used in alternation with the glutamic acid. In this case, anah’tical 
values corresponding to a peptide composition of 50 per cent “medium” 
glutamic acid would be the theoretical e.xpectation in the absence of any 
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newly synthesized glutamic acid. Further studies are under way on this 
and other aspects of the problem that have been discussed. 

SUMMARY 

Studies have been carried out on the production of a polypeptide by a 
strain of Bacillus suhtilis when grown on a medium of simple composition. 
Methods are described for the quantitative determination of the amount of 
peptide produced and for the preparation of the pure peptide. 

It has been estabhshed that the peptide is composed solely of d(— )- 
glutamic acid and evidence has been produced in favor of peptide linkage 
formation via the co-carboxyl groups of the glutamic acid. 

It has been found that the glutamic acid molecule skeleton can be used by 
the microorganism as a substrate for the formation of this peptide and that 
the reaction mechanism involves a-iminoglutaric acid or a derivative 
thereof. 

The chemistry and physiology of this peptide will be the subject of further 
.studies. 

The author wishes to express his gratitude to Professor David Rittenberg 
of the Department of Biochemistry, College of Physicians and Surgeons, 
Columbia Univensity, for Ins assistance during the coimso of this .study. 
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OXIDATION-REDUCTION POTENTIALS MEASURED -nTTH THE 
DROPPING .MERCUTIY ELECTRODE 

IV. POL.\ROGR.\PHIC STUDY OF a-OXYPHEX.A.ZrN'E 
bt otto H. JIOLLER 

{From the Department of Anatomy, Comell University Medical College, 

A'eic York City) 

(Received for publication, Julj- 13, 1942) 

The polarographie half wave potential of a reversible organic oxidation- 
reduction system in a well buffered solution represents the E'o of that sj-s- 
tem. This fact was first established by Muller and Baumberger (1) and 
has been verified repeatedly (2-4). The underlying theory, first developed 
by He 3 'rovski^ and Ilkovic (5), has been discussed many times and need 
not be described here. It was put to the most crucial tests bj' an extension 
to unbuffered solutions (6) and to compounds which are known to form 
.semiquinones (7). The results were found to be in perfect agreement irith 
theorj' in the xmbuffered oxidation of hydroquinone (8, 9); the data ob- 
tmned in the unbuffered reduction of quinone showed that some mathe- 
matical problems remain for complete anal 3 'sis of the cun’es. The investi- 
gation of semiquinones demonstrated, in general, a fair agreement between 
theor 3 " and anal 3 'tical data, but revealed some irregularities, so far unknown 
in polarograph 3 ', which will be discussed in this paper. 

Numerous organic compounds have been found which, under certain 
conditions, are oxidized or reduced in two univalent steps, as contrasted to 
the usual single bivalent reaction. The product of the first step in these 
reactions is an intermediate radical,. caUed a semiquinone, the existence of 
which has been established colorimetricall 3 ', potentiometricalh', and mag- 
netometrically (10). Rosinduline GG was the first compound belonging to 
this group that was studied polarographicaUy (1). It produced such 
complex curs'es that their interpretation remained questionable. A paper 
outhning the general applicabilit 3 ’' of the dropping mercur 3 ' electrode to 
the detection of inteimediatc radicals (7) showed that cuiwes obtained 
during the reduction of a-o.\ 3 'phenazine were more reliable and that the 
polarographie data were in fair agreement with published results. Un- 
fortimatel 3 ", this was true onl 3 ’^ if the concentration of the d 3 ’estuff was 
sufficientl 3 ' high. In dilute solutions of pH less than 3, there appeared a 
marked disproportionalit 3 ' in the two steps which theoreticall 3 ' should have 
been equal. This is best demonstrated b 3 ' the polarograms shown in Fig. 1 
which belong to the series pre'vriously reported (7). Increasing amounts of 
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a-oxyphenazine were added to 0.01 n nitric acid, and polarograms were 
made after each addition. The upper polarogram in Fig. 1 represents cun'es 
of the most dilute solution and shows clearly that the first step is larger 
than the second step. These curves were taken once with one-fifth of 
full galvanometer sensitivity (Curve Ai) to magnify the curve, and another 
time with one-twentieth of that sensitivity (Curve A 2 ), which is also used 



Fio. 1. Polarograms of a-oxyphenazinc in 0.01 n HNOj; Curve A 1.5, Curve B 
2.7, Curve C4.8, Curve D 8.7, and Curve E 10.5 X 10”* m. 


in the lower polarogram. Since the curve of the most concentrated 
solution (Curve Ei) failed to get on the record at this sensitivity, it was 
taken again with one-thirtieth of the galvanometer sensitivity (Curve E 2 ). 
Comparison of Cur\'e E 2 vdth Curv'e Ai makes obvious the effect of concen- 
tration on the ratio of the two steps in the reduction of a-o.xyphenazine. 
This phenomenon was reproducible, and since it was contrary to expecta- 
tions based on potcntiometric obseiY^ations, it was studied in greater detail. 
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a-Oxj’phenazine 

O OH 


or 


is well suited for these studies for several reasons. It is ver3^ stable over 
the whole pH range and even in concentrated sulfuric acid. It forms 
measurable amounts of semiquinone in a region of pH that can be con- 
veniently investigated. Its solubility in the buffers used is of the same 
order in both the oxidized and leuco forms. A fairly concentrated solution 
can be prepared by adding an alcoholic solution of the dj’estuff to the buffer. 
Finally, it is of biological importance, because it is formed during the 
alkaline decomposition of pyocyanine, one of the pigments produced by 
Bacillus pyocyaneus. 

The work presented in this paper was carried out with about 80 mg. of 
a-o.xj7)henazine, kindly presented bj' Dr. Leonor Michaelis of the Rocke- 
feller Institute in New York. This compound of high purity had been 
sjTithesized and studied in detaU in his laboratory' (11, 12). Although the 
polarographic study was begun 3 years ago, the remaining sample still 
shows a sharp melting point of 155° (uncorrected), pro\-ing its stabilitj'. 

In quantitative polarographic work, the Ukoxdc equation (13) is used. 

Here Id is the diffusion current, if is a constant, n is the number of electrons 
involved in the reduction of 1 molecule of the reducible substance, D is the 
diffusion coefficient of the reducible substance, C its concentration, m {he 
weight of mercury' flowing from the capUlaiy- per second, and t the time 
necessary for the formation of 1 drop of mercury'. Thus the diffusion 
current must be proportional to the concentration of the reacting material 
as long as the same capUlary' is used for the anal3'ses rmder identical condi- 
tions of temperature, mercury' pressure, etc. Consequently', if the diffusion 
currents obserx'ed in the polarograms of Fig. 1 are plotted against the cor- 
responding concentrations, a straight line should result which passes 
throu^ zero if proper corrections are made for the residual cmrent (14, 
15). That this is actually' the case for the diffusion current representing 
the complete two-step reduction may' be seen from Fig. 2, Curve c. On the 
other hand, if each step is plotted by itself (Fig. 2, Curves a and b), a 
definite difference between them becomes apparent, decreasing with increas- 
ing concentration of the dy'e but never disappearing within the range 
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studied. This and the fact that both Curves a and b seem to end or un- 
dergo an abmpt change at a concentration of lO"'' m lead one to speculate 
that up to this concentration a-oxyphenazine exists exclusively in a form 
which cannot undergo a two-step reduction. For want of a better defini- 
tion, this form will be called the “tautomer” for the rest of this discussion. 
At concentrations higher than 10~* m the usual form of the d5'e makes its 
appearance and the concentration of the tautomer diminishes slightly. 

The experimental arrangement was the same as that reported in the 
preceding publications (6, 7). Details about the theory and practice of 
polarography can be found in review papers (3, 16, 17) and books (14, 15, 
18). The buffers used were prepared from c.p. materials and included 
citrate, phthalate, acetate, phosphate, and veronal buffers, besides free 



Fio. 2. Graph showing the relationship between wave heights and concentration 
of a-o.\yphcnazine. 

sulfuric acid and potassium hydroxide. Their concentration was sufficient 
to insure adequate buffering for the reactions studied (6). The voltage 
increment between abscissas in all the polarograms published in this paper 
is GO millivolts. Potentials are calculated ndth the abscissa marked with a 
circle as a point of reference, equal to the potential of the saturated calomel 
electrode. The horizontal dash line indicates the position of the galva- 
nometer at rest. Before analysis, all solutions were freed from dissolved 
oxygen by a stream of either nitrogen or hydrogen gas. 

Current Measurements 

Polarograms of the different pure buffer solutions show no waves which 
can account for the observ'cd discrepancies. An impurity in the a-oxy- 
phenazine itself is also out of the question; if present, its concentration 
would have increased simultaneously %vith that of the dye. One might 
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think that the first step in the reduction is higher than the second step 
because the end-product (semiquinone) formed is unstable or diffuses away 
so rapidlj' that only a fraction of it remains for further reduction. This is 
highly improbable, because here, too, the disproportionality between the 
two steps would remain independent of concentration. 

Alcohol seemed a more likely factor in the appearance of the tautomer 
wave. It was present because, for convenience, a concentrated solution of 
a-ox}’phenazine in ethyl alcohol was added in small quantities to the aque- 
ous buffers to prepare suitable concentrations of the dye. To invalidate 
the effect of alcohol, a few ciystals of ct-oxj-phenazine were dissolved 
directly in 0,1 x sulfuric acid. The resulting solution was veiy dilute and 
produced only a single small wave on the polarogram. Addition of alcohol 
up to 10 per cent of this solution did not produce a second wave. On the 
other hand, lea^fing the aqueous solution in contact with excess dye crystals 
for over a month or grinding up the a-oxyphenazine with 0.1 x sulfuric 
acid produced more concentrated solutions noth the resultant two unequal 
steps. These curves, too, remained practically' unaltered by the addition 
of a little alcohol. The appearance of the tautomer wave, therefore, is not 
caused by the presence of small quantities of alcohol. A more detailed 
study of the effect of alcohol on the diffusion current and reduction po- 
tentials of a-o.xyphenazine will be reported elsewhere. 

Exclusion of the foregoing possibilities leaves polymerization as the 
nex't likely explanation. The problem of meriquinone formation and the 
special case of dimerization (19, 20) were first considered. Here symmetry 
between the two steps, or, in the case of more steps, constancy in the ratio 
of the steps, would be expected with a change in the concentration of the 
dye. Conversely, the separation of the steps should vary' with concentra- 
tion. Neither condition prevails in the present study. 

Polymerization as found in the case of pyruvic acid (21) would require 
a proportional dimin ution of one wave with the simultaneous appearance of 
the polymer wave at higher concentrations. This, too, is not the case. 

Finally', one might think of the possibility that 2 molecules of semi- 
quinone formed in the first step of the reduction would react to produce 1 
molecule of fully' reduced and 1 molecule of fuUy o.xidized a-o,xyphenazine, 
thus increasing the first step and decreasing the second step, and that 
this reaction would for some unknown reason reach a limit. This hypothe- 
sis would require that the reverse situation should be found if fully reduced 
a-oxyphenazine were oxidized at the dropping merciury anode. In this 
case the o.xidation at the more negath-e potential should produce the larger 
step ; i.c., the second step should now be the larger one. Such a conclusion 
is easily' tested and proved false, as may be seen in Fig. 3. The curves 
shown in this figure represent a solution of or-oxyphenazine in 0.1 n euI- 
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furic acid, reduced chemically to different stages by means of hydrogen gas 
in the presence of platinized asbestos (1). In order to produce these 
stages conveniently, additional amounts of platinized asbestos were added 
to the solution after each curve was taken. The color of the dye, indicating 
the oxidation levels (12), is stated for each curve. Fig. 3 demonstrates, 
first of all, the perfect reversibility of the system: the anodic curve is of 
the same shape as the cathodic curve and the half wave potentials are 
identical. It has been shoivn before (1, 8) that, whenever these conditions 
are fulfilled, the system is thermodynamically reversible. The slight slope 
of the line connecting the apparent half wave potentials is due to the IR 
drop in the cell. Fig. 3 also shows clearly that the first step in all curves is 
larger than the second step regardless of the original degree of oxidation of 



Fig. 3. Polarogram of a-oxyphenazinc at different levels of oxidation, in 0.1 N 
lIjSOo The electrode reaction is a reduction above, and an oxidation below the 
galvanometer zero (dash) line. 

the solution. Actually the disproportionality between the two steps is 
even greater in the anodic curves than in the cathodic curves. This is due 
to a dilution of the solution caused by adsorption of the dye on the 
platinized asbestos, as indicated by the diminished total height of the two 
steps. As far as could be determined on the basis of other experiments, 
the diffusion coefficient of the leuco form of a-oxyphenazine is only slightly 
smaller than that of the oxidized form and may be considered identical for 
practical purposes. 

The reverse test, oxidation of the fully reduced a-o.\yphcnazine by 
quinone, was also carried out in order to have a perfect analogy to poten- 
tiometric experiments (12). When carried out quickly, the experiments 
produced a set of curv’cs similar to those in Fig. 3 and demonstrated again 
the perfect reversibility of the system. If the solutions were left standing 
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for some time, a slow reaction betxseen oxidized a-oxyphenazine and 
quinone became apparent. This reaction is being investigated further. 

Next, a series of e.x'periments was performed to test the conclusion, based 
on Fig. 2, that only one step should be obseired in sufhciently dilute solu- 
tions of a-oxjqjhenazine. This w as found to be true, no matter w hether the 
dyestuff was progressively diluted with solvent until it was no longerpolaro- 



Fig 4 Polarograras of a oxyphenazine in 0 1 n H-SOi, Curve t 0, Curve B 0 2, 
Curve COS, Curve D 0 9, Curve E 1 3, Curve FIT, Curve G 2 1, Curve H 2 4, Curve 
13 1, and Curve J 3 7 X 10"< M 

graphically determmable, or whether an already dilute solution of the dye 
was added in increasing amounts to the pure solvent. An example of such 
a series is given by the polarograms shown in Fig. 4. Plotting of the data 
of this experiment results in a graph similar to Fig. 2 and again shows that 
only one wave exists when the concentration of the dye is less than 10“* xi 
This single tautomer wave also was found to fulfil the aforementioned con- 
ditions for thermodynamic reversibility. 
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A corollary to this series of experiments was a concentration test. A 
very dilute solution of a-oxj'phcnazine in 0.1 n sulfuric acid (pH 1.35) was 
analyzed and showed only one wave on the polarogram (Fig. 5, A). Tliis 
solution was then heated until about four-fifths of its former volume had 
evaporated, thus concentrating the a-oxyphenazine and the acid 5-fold. 
As was expected, two waves appeared on the polarogram, separated of 
course in accordance Avith the new medium which now has a pH of 0.65 



Fio. 5. A solution of O.G X 10”* .m a-oxyphcnazinc in 0.1 n IIjSO* (A); after 5-fold 
concentration by evaporation (B). 

(Fig. 5, B). This experiment demonstrated conclusively that the single 
tautomer wave observed in dilute solutions must be due to a-oxyphenazinc. 

Potential Measurements 

Besides the observation of the relative magnitude of the two steps in 
the reduction of a-oxj-phenazine, there is the study of half wave potentials 
(5) useful in comparing polarographic and potcntiometric data. In Fig. 6 
arc summarized the results of numerous polarographic determinations in 
different buffers covering practically the whole pH range. The half wave 
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potentials plotted here have all been corrected iorlR (1, 8) arid are referred 
to the normal hydrogen electrode. A temperature correction has also 
been made; so all values are for 30“. study of the temperature co- 
efficients of the diffusion current and of the half wave potentials of a-oxy- 
phenazine will be reported in a subsequent paper.) In Fig. 6 are likewise 
plotted the potentiometrically obtained values (for 30°) of hlichaelis and 



Fig. 6. Comparison of potentiometric and polarographic data. «, potentials 
determined potentiometrically by Michaelis and coworkers (11, 12). O, polaro- 
graphic half wave potentials obtained with 5 X 10"* and 10’’ 5i solutions. • , po- 
larographic half wave potentials obtained with 10“* m and less concentrated solu- 
tions. o, polarographic half wave potentials of small anodic wave (see the te.vt). 

coworkers (11, 12). Since polarographic potentials are accurate onlj' to 
about 10 millivolts (17), the agreement between the two tj-pes of measure- 
ment is excellent. There Is one significant point of difference, however, in 
the placement of the second dissociation constant of the oxidized form of 
a-oxyphenazine. Michaelis, Hill, and Schubert (12) placed this at pH 10, 
while the polarographic evidence shows that it must bo between pH S and 
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9. This is corroborated by a change in the color of the solution from 
yellow to cherrj’--red in the same pH range, determined with a glass elec- 
trode during a titration. 

The polarographic half wave potentials marked by large open circles 
were obtained in solutions 5 X 10~* and 10“’ m with respect to a-oxyphena- 
zine. The large dots indicate the potentials of a-ox 3 ^phenazine in con- 
centrations not exceeding 10"'* m. These show the influence of the tautomer 
which, between pH 3 and 11, appears to be more positive than the remain- 
ing a-oxi-^phenazine by about 30 to 60 millivolts. At the extreme ends of 
the pH scale this difference diminishes. Exact measurement of the 
tautomer half wave potential is difficult, since it shows a dependency on 
concentration. 

The diffusion currents in all instances were measured by using the extra- 
polation method (14, 15). The residual current method could not be used 
to determine the diffusion current of a-oxyphenazine, since in all cases a 
small additional wave was found with a very positive potential (Fig. 7, 
Curve b; see also Fig. 5 (8)). This wave seems to be partly oxidative and 
partlj'^ reductive and is in no simple relation to the other waves observed. 
Further investigation is necessary before much can be said about it. For 
completeness, however, its approximate half wave potentials were also 
drawn into Fig. 6 nith small circles. 

One point should be mentioned wth respect to Fig. 1 and similar polaro- 
grams presented in an earlier publication (7). They all were made with 
the same potassium nitrate-agar bridge, which must have been faulty. 
The potentials calculated from these polarograms, which did not fit any 
theoretical curve and could not be reproduced thereafter, can be explained 
onl.v on the basis of a largo diffusion potential and a high resistance of the 
bridge. Moreover, experiments performed in nitric acid are not as reliable 
as thej' first .seemed, since marked changes in the curves were observed 
after the solution had stood for some time. Consequently all later ex- 
periments were carried out in sulfuric acid; the potentials thus obtained 
were in agreement with theoiy and with published potentiometric data. 
Detailed analj’scs of the curves revealed that the previouslj’’ developed 
equation for the polarographic curve of semiquinone-forming compounds 
(7, 8, 22), 

V = F _ 1 n -J- ^ 1 n - ('l ^ - 1 ) (Id - ‘21)- - Ud - 21) 

2F "id - I 2F " * -T(47^rK/d - 2/j= -H Ud - 2/) 

holds if the concentration of the dj'c is large enough. A modification of 
this equation will have to be developed before it is applicable to dilute 
solutions with a prominent tautomer wave. 
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Effect of Drop Time 

Normal!}', the effect of drop time of the mercurj' electrode on the diffu- 
sion current can be predicted from the Ilko\'ic equation. In the case of 
polarographic curves uith maxima the influence of drop time is more 
marked (23), but such cun-es are not suitable for quantitative -n-ork. A 
study of a-o.xyphenazine mth different electrodes, under conditions in 



Fig. 7. Polarograms of a-ovyphenazine in McIIvaine’s buffer, pH 3.0; Cuire a 0, 
Curve b 0.001 m; Curv'e c 0, Curve d 0 0001 m; Cmve e 0, Cur\-e/0,0001 ii; and Curve 
g 0.0001 SI. Capillary drop time, I 35 seconds in the upper section, 4.1 seconds in the 
lower. 

which no maxima are involved, brought out an effect of drop time not pre- 
dictable from the Ilkoidc equation and hitherto unknown. An e.xample is 
shown in Fig. 7. 

The top polarogram was made, like most polarograms shown in this 
paper, by using a fast capillarj' with a drop time of 1.35 seconds at a poten- 
tial of —0.3 volt referred to the saturated calomel electrode. To determine 
the residual current, two cun'es were drawn (Curves a and c) with 9.0 cc. 
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of pure Mcllvainc’s buffer, pll 3.0, at two different galvanometer sensi- 
tivities. Then 1.0 cc. of 0.01 m a-oxyphenazine in 95 per cent ethjd alcohol 
was added and Curve b was obtained, superimposed on Curve a. This 
curv'e shows the previously mentioned small extra wave with the positive 
half wave potential which is largely oxidative. Next 1.0 cc. of this solution 
was added to 9.0 cc. of fresh buffer and Curve d was obtained with this 
0.0001 M solution at the higher galvanometer sensitivity. This curve is 
superimposed on the pure buffer Curve c, and shows clearlj’^ that a 
small part of the extra wave wth the positive potential must be reductive. 

The curves in the lower section were obtained similarly but by using a 
slow capillar}'^ with a drop time of 4.1 seconds (at a potential of —0.3 volt 
referred to the saturated calomel electrode). Curve e represents pure 
iMcIlvaine’s buffer at pH 3.0 and Curve / a 0.0001 m solution of a-oxy- 
phenazine, superimposed at the same galvanometer sensitivity. Since 
this curve was not measurable, it was repeated at a lower galvanometer 
sensitivity (Curve g). 

Comparison of the two waves of the upper polarogram shows that the 
relatively smooth S-curve of the concentrated solution (Curve b) is dis- 
torted in the more dilute solution into an unsymmetrical wave (Curve d). 
The curve of the same solution taken with the slow capillary (Curve g) 
looks quite different; two separate waves can be distinguished, of which 
one must be ascribed to the tautomer. The difference in the shape of the 
waves can mean only that the fast capillary produces a bigger tautomer 
wave which overlaps into the following wave. This conclusion was verified 
by studies in another medium, as demonstrated in Fig. 8. All the curves 
shown here were obtained with the same 0.0001 m solution of a-oxyphena- 
zine in 0.1 N sulfuric acid at 24°. Three different capillaries were used, 
one of them at two different pressures of mercury, and so covered a range 
of drop times from 1.5 to 7.7 seconds. The galvanometer sensitivities were 
adjusted so that all curves could be measured wth appro.ximately the same 
accuracy. It becomes obvious from an inspection of the polarograms that 
the slower the drop time, the smaller the discrepancj"^ due to the tautomer. 
In spite of all this, the sum of the diffusion currents of the two steps, the 
first one of which includes the tautomer, fulfils the requirements of the 
IlkoviC equation (13) fairly well, as wll be seen from Table I. 

In Table I, the capital letters refer to the curves of Fig. 8. In Columns 
2 and 3 the number of the capillary used and its characteristic constant 
K (15) arc listed. Columns 4 and 5 give the pressure of mercury, P, and 
the corresponding drop time, i, at an applied voltage of —0.3 volt (referred 
to the saturated calomel electrode). Since P/k = m (15), the value 
appearing in Column 6 can be calculated. The ratio between the average 
current and this factor must be a constant if the IlkoviS equation holds. 
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This average current is usually measured as illustrated in Curve B (Fig. 8). 
As may be seen from Column 8, the four results agree with an accuracy of 
±3 per cent. The diffusion coefficient, D, of a-oxj'^phenazine was then 
calculated. When average current values for la are used, the constant K 
in the Ilkovic equation (13) is equal to 605 if the current is expressed in 
microamperes, the concentration in mw per liter, and the weight of mercury 
in mg. (14). D is thus found to be 4.8 ± 0.2 X 10“® cm.“ sec.“^ at 24°. 

The Ilkovi6 equation should hold also if the maximuvi galvanometer 
deflections are measured, as indicated in Curve D (Fig. 8). The results 
given in Column 10, Table I, show, however, that this method yields much 
more diverse results. The diffusion coefficient, D, should also be de- 
terminable in this case by setting the constant K of the Ilkovic equation 
equal to 706 (14). This would give a value of Z) equal to 3.9 X 10”® cm.- 
sec."^, which is definitely smaller than the value obtained with the average 
current. This difference is understandable, because the galvanometer 


Table II 

Effect of Drop Time on Relative Magnitude of Tautomer Wave 


Curve 
(Fig. 8) 

: Capillary No, 

/ 

Average current X 10-> ampere 

Tautomer 

1st wave 

(a) 

2nd wave 
(b) 

Total 
(a) + (6) 

Tautomer 
(fl)“(6) j 



sec. 





per cent of 
total 

A 

1 

3.3 

39.1 

16.6 

65.6 

22.6 

41 

B 

1 

7.7 

23.0 

13.4 

36.4 

9.6 

26 

C 

2 

1.53 

32.2 

7.0 

39.2 

25.2 

64 

D 

3 

4.1 

14.0 

6.1 

20.1 

7.9 

39 


used had a 5 second period of swing; so that it could never measure the 
actual maximum current, especially in the case of the fast electrodes. Al- 
though the average currents, likewse, are only approximations, and are 
very dependent on the characteristics of the galvanometer (15), the re- 
sults thus obtained are more consistent and therefore more reliable. It 
should be pointed out, however, that the apparent maximum galvanometer 
deflection obtained with the fast No. 2 capillary can well be taken as the 
average current and as such substituted in the IlkoviS equation. 

If the difference between the first and second steps of the curves of Fig. 8 
is considered equal to the tautomer and expressed as per cent of the total 
diffusion current, as in Table II, the relationship between tautomer and 
drop time is brought out more clearly. When the results are plotted on a 
double logarithmic scale, as in Fig. 9, the points fit a straight line well 
enough to permit the following conclusions: Under identical experimental 
conditions, an electrode vath a drop time of 0.7 second should produce 
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only the single tautomer wave, while an electrode with a drop time of at 
least 45 seconds should reduce the tautomer wave to 10 per cent of the total 
diffusion current. 

A test of the first point is complicated by the increased residual current 
and by the fact that the dropping mercury electrode becomes less reliable 
nith faster dropping rates. The second point indicates that no tautomer 
wave would be found if a stationary electrode were used. This is in agree- 
ment with potentiometric studies in which stationary platinum electrodes 
are used. The interesting problem remains, nUl a rotating platinum elec- 
trode (14) also produce a tautomer wave? 



Fig. 9. Graph showing the relationship between drop time and the magnitude of 
the tautomer wave of 0.0001 M a-o.xyphenazine in 0.1 .v H-SO,. 


CONCLUSION 

This is the first time that a real difference has been found between polaro- 
graphic and potentiometric results when reversible organic systems have 
been investigated. This difference may be of significance, since it has been 
found to e.xist in a number of dyestuffs similar to or-oxyphenazine. It 
must not be supposed, however, that the appearance of the tautomer wave 
in dilute solutions is a peculiarity' of the dropping mercury electrode. For 
instance, quinone, even at the lowest concentrations determinable, shous 
only a single wave udth a constant half wave potential. 

It would be premature to make many speculations about the nature of 
the tautomer or the significance of the observations. However, intra- 
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molecular rearrangements have sometimes been offered as an explanation 
of the sensitivity of certain dyestuffs to light and of their failure to obey 
Beer’s law. Furthermore, such tautomers are often considered to be in 
an activated state. The more positive potential of the tautomer of 
a-oxyphenazine found in the present study would indicate that it could well 
be a representative of an activated complex which requires less energy to be 
reduced. This idea is strengthened bj' the additional fact that the con- 
centration of the tautomer is always small and is even diminished by an 
excess of the normal dye molecules. Further experiments are in progress 
to accumulate additional information necessary before there can be a more 
serious attempt to explain the results. 

SUMMARY 

By means of the dropping mercury electrode, the existence of a tautomer 
of a-oxj'phenazine with a more positive half wave potential has been demon- 
strated. Experiments show that this tautomer (a) does not form a semi- 
quinone over the pH range 1 to 13, (b) is the only form in which a-oxy- 
phenazine exists in solutions less concentrated than 10“'' m, (c) never ex- 
ceeds this concentration but diminishes slightly with increasing concentra- 
tion of a-oxyphenazine, and (d) is not altered by the presence of small 
quantities of ethyl alcohol. 

The polarographic wave of this tautomer decreases with an increase in 
the drop time of the electrode. It is, therefore, impossible to show the 
existence of this tautomer wth a stationary electrode. Thus, for the first 
time, a real difference has been found between potent iomctric and polaro- 
graphic data pertaining to reversible organic systems. 

At sufficiently high concentrations, the effect of the tautomer on the 
half wave potential of a-oxyphenazinc becomes negligible and the polaro- 
graphic and potcntiomctric potentials show excellent agreement. 

The author gratefully acknowledges his indebtedness to the late W. E. 
Benjamin and to Dr. John Staige Davis, Jr., for providing funds in support 
of this investigation. 

Addendum — Since tFiis manuscript went to press, nn abstract has appeared of a 
related paper by Brdicka and Knobloch (24) whicli, unfortunately, was unknown to 
me due to the war. In a polarographic study of riboflavin, those authors observed a 
small wave in acid solutions which was independent of the concentration of riboflavin 
and preceded the main reduction wave of this compound by ,35 millivolts. In solu- 
tions less concentrated than 4 X 10“* m only this extra wave with the more positive 
half wave potential remained. The structural similarity between riboflavin and 
o-oxyphenazine leaves little doubt that this is another case of the tautomcrism re- 
ported in the present paper. A study of the effect of drop time is planned to verify 
this conclusion; it may also explain why Linganu and Davi.s (25) failed to ob.serve 
the extra wave. 
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Since Harden and Young discovered the enormous stimidation of the 
fermentation of hexose diphosphate bj' arsenate, this subject has repeatedly 
attracted the attention of investigators and every single step in the chain 
of intermediate reactions has been checked in regard to a possible activa- 
tion by arsenate. It was found by Mej'erhof (1) and Me 3 '’erhof and 
ICessling (2) that in fermentation and glycolysis the first action of arsenate 
is on the transformation of triose phosphate to 3-phosphoglyceric acid. 
As was shown some years later by Meyerhof, Kiessling, and Schulz (3), 
Needham and PiUai (4), and Mej'erhof, Ohlmeyer, and Mohle (5), glj'cer- 
aldehyde phosphate is rapidly oxidized to phosphoglyceric acid by means 
of cozjTnase, if inorganic phosphate is simultaneously taken up and trans- 
ferred by the adenylic system. However, in the presence of arsenate, 
the oxidation proceeds with equal speed, although phosphate is no longer 
taken up. Therefore, the oxidation-reduction in the presence of arsenate 
(cf. (3, 6)) is simply 

(1) Glyceraldehyde phosphate -f- cozymase — ► 

3-phosphoglyceric acid -(- dihydrocozymase 

Warburg and Christian (7) and Negelein and Bromel (8) showed that 
the reversible stoichiometric coupling reaction of Meyerhof, Ohhneyer, 
and Mohle (5) could be traced to a phosphate uptake by glyceraldehj'de 
monophosphate (Fischer-Baer ester), since they were able to isolate 1,3- 
diphosphoglyceric acid as the first oxidation product with cozymase. They 
assumed by analogy the formation of a s imil ar arsenjd compound. But 
while diphosphoglj'ceric acid transfers its carbonyl phosphate to the 
adenj'lic system, the l-arseno-3-phosphoglyceric acid is assumed to decom- 
pose spontaneously. This explanation of the effect of arsenate, al- 
though lacking direct experimental evidence, maj' be accepted as veiy 
probable. 

However, there is a second action of arsenate. The end-product of 

* This work has been aided by grants from the Rockefeller Foundation and from 
Hoffmann-La Roche, Inc., Nutley, New Jersey. 
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reaction (1), 3-phosphoglyceric acid, ‘is dephosphorylated via 2-phospho- 
glyceric acid and phosphopyruvic acid by way of the adenylic system 
(Lohmann and Meyerhof (9), Meyerhof and Kiessling (10)). Therefore, 
when phosphate acceptors are present to which the adenosine triphosphate 
can transfer its mobile phosphate groups, dephosphorylation proceeds Mth 
the same high speed as the formation of phosphoglyceric acid, but in the 
absence of such acceptors it is very much slower. In the presence of 
arsenate, however, the speed of dephosphorylation is very high in the 
absence of phosphate acceptors; so that the rapid fermentation of hexose 
diphosphate can nm through to the end-products Mthout any accumula- 
tion of phosphoglyceric acid. This second activation, as was shovTi 
several years ago (3), is a complicated reaction: dephosphorylation of 
phosphopyruvic acid in the presence of the phosphoiylating enzyme system 
is by itself not activated by arsenate, but if catalytic amounts of the oxida- 
tion-reduction system, consisting of cozymase, triose phosphate, and active 
oxidative enzyme, are also added, dephosphorylation is 10 to 20 times en- 
hanced by arsenate. In this case, therefore, both the phosphoiylating and 
the oxidizing enzyme systems are necessary, as can well be demonstrated by 
the influence of iodoacetic acid, which suppresses the activation by arsenate, 
but does not check the noi-mal phosphate transfer. 

Pillai (11), using a dialyzed extract of acetone powder of muscle, made 
according to the method of Meyerhof and Ohlmeyer (12), confirmed these 
results and found at the same time that even in the absence of arsenate 
phosphoglyceric acid decomposes faster than might be expected, if there 
were no other way than the three consecutive stops, 

(2) 2 Phosphoglyceric acid 

Ti 

2 phosphopyruvic acid + adenylic acid -♦ 2 pyruvic acid + adenosine tri- 
phosphate 

(3) Adenosine triphosphate — * adenylic acid -f 2 phosphate 

The acetone-powder extract is, as is well known, practically free of adenyl- 
pyrophosphatase and reaction (3) can, therefore, not occur; but neverthe- 
less, pho.sphoglyceric acid can be split in such an e.xtract in the presence of 
a trace of adenosine tripho.sphatc, and this dcphosphorylation is suppressed 
by fluoi-idc. The finding of Pillai was confirmed by Cori (13) and others, 
but so far the mechanism is unknown. 

While we were engaged in the stud}’’ of the enzymatic system in which 
eozymase reacts with glyceraldehyde pho.sphate in the presence of phos- 
phate or arsenate, we made some ob.servat ions which clear up the peculiar 
(Iepho<phorylation of phosphopynivie acid in the absence of adcnylpyro- 
lihosphatase and the enormous enhancement of this reaction by arsenate. 
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Our investigations on the oxidation of glyceraldehyde phosphate with the 
pure enzyme sj'stem of Warburg and Christian will be published in the 
near future." In the present paper we have restricted ourselves to the 
experiments of dephosphoiylation, performed with acetone powder extract 
without further fractionation. 

Methods and Preparations 

Extract of rabbit muscle was precipitated with acetone. The dried 
powder was dissolved in water and dialyzed for 18 to 24 hours, as was de- 
scribed earlier (12). The dialyzing tubes, made from parlodion, were 
shaken in distilled water in a cold room. .After diahais the extract was 
again centrifuged. Usually 30 mg. of powder were used with 1 cc. of water, 
roughly corresponding to the original concentration of the fresh e.xtract. 

We used the crj'stallized acid bariiun salt of 3-phosphoglyceric acid pre- 
pared according to Jleyerhof and Kiessling (15) from yeast. P, S.3 per 
cent; [alo = —14°. 

The phosphopj-ru^ic acid was a synthetic preparation, prepared ac- 
cording to ICessling (16) as the bariiun salt. The total P was7.27 per cent, 
of which 1.45 per cent was inorganic and the remainder (5.82 per cent), 
phosphop}TU\nc P, measured by the iodine method. 

The adenjd pjTophosphate was the normal barium salt, prepared ac- 
cording to Lohmann (17); total P 8.05 per cent, inorganic P 0.75 per cent. 
The quotient (7' h 3 'drolyzed P)/(organic P minus 7'-P), which has to 
be 2 in preparations of complete!}' pure adenosine triphosphate, was 
lowered to 1.4 by allowing the sample to stand too long. Hence it con- 
tained a lai^e amount of adenosine diphosphate, as could be proved by 
rephosphoiydation with phosphop}-ruvic acid. 

The cozymase was prepared by Ohlmeyer (18), and was originally 95 
per cent pure in 1938. When used, it was still 55 per cent, measured 
manometrically by reduction with hydrosulfite. Tlie adenylic acid 
(adenosine-5'-monophosphoric acid) was a ciwstallized preparation, ob- 
tained before the war by the courtesy of the Laokoon factory in Lwow, 
Poland. 

For the phosphate determinations we used, as in former work, the method 

' We may, however, use this opportunity to state that the dimeric diphospho- 
glyceraldehyde, recently prepared by Baer and Fischer (14) and kindly supplied for 
our experiments, is completely devoid of biological actimty in the unpurified enzyme 
extracts as well as in the presence of cozymase and of the pure oxidizing enzjTne. 
Only after the carbonyl phosphate is split up by hydrolysis with very weak HCl 
concentrations is the ordinary glyceraldehyde phosphate (old Fischer-Baer ester) 
obtained in monomeric form and then reacts with cozymase in the presence of phos- 
phate or arsenate. 
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of Fiske and Subbarow (19) with the modifications of Lohmann and 
Jendrassik (20). Readings were made -svith a photoelectric photometer 
designed by Dr. David L. Drabkin in this department.^ The special 
filter which was employed had a maximal transmission at X 625 m^x of 
1.36 per cent. The most suitable range of phosphate concentrations, Avith 
the Rubicon tubes S of 20 mm. diameter, lies between 0.05 and 0.1 mg. in 
25 cc.; amounts between 0.02 and 0.2 mg. can still be accurately measured. 
The standard, closest to the unknowTi, must always be read between the 
measurements, since its color deepens slightly during a long series of meas- 
urements, about 1 per cent in half an hour, 2 to 3 per cent in 1 hour. 

The determination of the different P fractions was made as in earlier 
work. Phosphopyruvic acid was determined according to the method of 
Lohmann and Meyerhof (9) and Meyerhof and Kiessling (10) by splitting 
off the phosphate by iodine in N NaOH; adenyl pyrophosphate was deter- 
mined by 7 minutes hydrolysis in k HCl at 100°. If both are present 
simultaneously, the 7 minute value must be corrected, since 41 per cent of 
phosphopyruvic acid is split in this time. 3-Phosphoglyceric acid was 
determined by measuring the optical rotation in molybdate (21). It was 
not possible when phosphopyruvic acid was present to use the procedure 
of Pett (22) to remove arsenate, even if the temperature for incubation 
mth sulfurous acid was lowered from 50° to 0°, since inevitably part of the 
phosphopyruvic acid decomposes. We, therefore, contented ourselves 
Avith using concentrations of arsenate not higher than 0.0015 M, about 
half the optimal concentration. Then when 0.3 to 0.5 cc. of the sample in 
25 cc. was emploj'cd, the error introduced by arsenate was negligible, es- 
pecially when the same amount of ai-senate was added to the phosphate 
standard. 

No advantage was found, for this and related work, in using any of the 
many modified procedures recently proposed for colorimetric P determina- 
tion. If we had employed them, it would have been necessary to abandon 
the whole system of differential analysis by acid and alkaline hydrolysis. 
The modifications of the Fiske-Subbarow procedure by Lohmann and 
Jendrassik are important. By increasing the acidity from 0.5 n to 1 n 
HjSOx the sensitivity to traces of silicic acid is removed, while with 0.5 
N HiSOx additional blue color develops after alkaline hydrolysis in glass 
vessels owing to dissolved traces of silicate. The incubation of the set of 
samples and standards for 7 minutes at 37° and subsequent cooling before 
matching arc essential for stabilizing the color, which otherwise becomes 
practically constant only after some hours (c/. Berenblum and Chain (23)). 

’ This photometer was demonstrated by Dr. David L. Drabkin at tlio meeting of 
the American Society of Biological Chemists at Chicago, April, 1941, and will be 
described by him later. 
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For the purpose of the current experiments samples of 2 to 3 cc. were 
prepared, with 0.7 to 0.8 cc. of the extract made up from acetone powder. 
After a suitable interval, 1 cc. of 10 per cent trichloijoacetic acid was added 
for deproteinization. 


Eesulls 

Dephosphorylation of Phosphopyruvic Add in Absence of Arsenate — After 
the discovery in Warburg’s laboratory of 1,3-diphosphoglyceric acid and 
its phosphate transfer to adenosine diphosphate it seemed probable that 
the dephosphorylation of phosphoglyceric acid, independent of adenyl- 
pyrophosphatase, would proceed according to the following reactions. 

(2, a) PhosphopjTuvic acid + adenosine diphosphate — ♦ pyruric acid + adeno- 
sine triphosphate 

(4) Adenosine triphosphate -f- S-phosphoglyceric acid adenosine diphos- 

phate -f- l,3-diphosphogl3-ceric acid 

(5) 1,3-Diphosphoglyceric acid — > 3-phosphoglyceric acid -h phosphate 

(6) 3-PhosphogIj-ceric acid 2-phosphoglyceric acid phosphopjTuvic acid 

Reaction 5 would be a spontaneous, non-enzymatic decomposition, since 
according to Negelein and Bromel, a solution of diphosphoglyceric acid is 
unstable at all temperatures, more than 50 per cent decomposing in 30 
minutes at 38° and pH 7.2. 

The assumption of this sequence of reactions could be proved correct by 
applying to the system NaF, which blocks the enolase reaction between 
2-phosphoglyceric and phosphopyTutac acid. It was demonstrated long 
ago that phosphoglyceric acid carmot be dephosphorjdated in the presence 
of fluoride on accoimt of this blocking. However, we find that when 
fluoride is present phosphopyruvic acid itself also is not dephosphorylated 
in our extracts uith catalytic amounts of adenosine triphosphate. But 
this dephosphorylation is immediately started when phosphoglyceric acid 
in not too small amounts is added to this fluoride mixture. Although there 
is no interchange between phosphoglj'ceiic and phosphopyruvic acids, 
owing to the blockage of the enolase (the phosphoglyceric acid remaining 
intact), phosphopyruvic acid decomposes now as rapidly as in the absence 
of fluoride. This, as can be seen from the equations, results from the de- 
phosphorjiation of adenosine triphosphate by^ the steps (4) and (5); so 
that adenosine diphosphate, necessary' for reaction (2, a) is regenerated. 
The speed of the reaction is controlled by' step (5). 

In the muscle extract used here transphosphorylation of phosphopyruvic 
acid can take place as well with adeny'lic acid, according to equation (2), 
as with adenosine diphosphate. For example, in an enzymatic mixture 
similar to that of Tables I to III containing 0.05 N NaF, 600 y of phos- 
phopyruvic P, 310 y of adenylic acid P,but no phosphoglyceric acid, in 30 
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minutes at 38° 525 7 of iodine-labile 1’ disappeared and 575 7 of adenyl 
] 5 yropliospl>ate 1 ’ were formed ; so the Lransphospliorylation was practi- 
eally eorapletc. Consequently the total chain of reactions can proceed 
with catalytic amounts of adenylic acid, although reaction (4) probably 
regenerates only adenosine diphosphate and no adenylic acid.^ 

The change of P, Tables I to IV, refers to inorganic phosphate (directP), 
phosphopymvic acid (iodine P), and labile P of adenosinepolj'^phosphoric 
acids (pyrophosphoric P). 

From Table I it may be seen that in three experiments in the absence of 
phosphoglyceric acid, phosphopymvic acid split off only 12 7 , 44 7 , 25 7 of 
P respectively; this value was increased by the addition of various amounts 
of phosphoglyceric acid to about 400 7 . This decomposition is not in- 
creased any more if fluoride is omitted (Samples 148-5 and 147-2), although 
phosphopj^mvic acid is now rapidly regenerated by the enolase reaction. 
In samples containing fluoride the phosphopyruvic acid decreases as in- 
organic phosphate appears. That it decreases sometimes a little more than 
the inorganic phosphate increases is due to side reactions, but in the absence 
of phosphoglyceric acid it may be partly due to some leakage through the 
blocking of enolase, since the inhibition in the presence of 0.005 m inorganic 
phosphate is sometimes not quite complete with 0.1 n-0.05 n NaF. 

Although Mg is necessary for the transphosphorylation (reaction (2)), 
its omission has very little effect here, probably because the dialysis of the 
extract for 20 hours is not exhaustive. Samples 147 and 149 demonstrate 
the necessity of the adenylic system, where adenylic acid and adenosine 
triphosphate are equivalent. That adenosine triphosphate by itself was 
practically stable in our enzymatic mixture was tested in three experi- 
ments, in which from 300 7 of pyrophosphate P in 1 hour at 38° only 25 7 , 
12 7 , and 4 7 of P respectively w'ere split off, while in half an hour, %vith an 
amount of an adenylic compound equivalent to 50 7 of pyrophosphoric 
P, 300 to 600 7 of P were split from phosphopymvic acid. 

Reaction (5), which is the last dephosphorylating step, is most probably 
non-enzymatic, since an enzyme which would split up the carbonyl phos- 
phate would interfere vith the rephosphorylation of the adenylic system 
according to equation (4), and this rephosphorylation is an essential step 
in the transfer of energy from oxidation-reduction to phosphorylation. 
This reaction, therefore, can proceed also under unphysiological tempera- 
tures and since the phosphorylating enzymes arc, in general, not very 
sensitive to higher temperatures (c/. (25)) the dephosphorylation goes even 
a little faster at 55° than at 38°. This is showm in Table II. 

» We do not think that the occurrence of reaction (2) in addition to (2, a) can 
be expliiined by the reversible "myokinase reaction” of Knlckar (2-1), .since the re- 
action starts with adenylic acid in the absence of higher phosphorylatcd stages. 
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The dephosphorj'lation depends upon the continuous regeneration of 
adenosine triphosphate by transphosphorjdation with phosphopjTuvic 
acid. Nevertheless, it seemed possible that also in the absence of phos- 
phopjTuvic acid adenosine triphosphate might, in part, break dowTi with 
phosphoglyceric acid by reactions (4) and (5) if further reactions are in- 
hibited by fluoride. But, apparently the equilibrium of reaction (4) is far 
to the left and our preparation of adenosine triphosphate contained an 

Tjible I 

Dcphosphonjlalion of Phosphopijruvic Acid in Presence of Fluoride 

Incubation 30 minutes at 38°. Samples ItS were made up to a total of 2.1 cc. witli 
O.S cc. of extract, 0.1 cc. of equal amounts of XaHCOi and XHjHCOi (4 per cent), 
phosphopyruvic acid with 480 7 of iodine P, and the following selective additions: 
so 7 of pj-rophosphoric P, 0.1 cc. of 0.1 N MgSOj,0.1 cc. of n NaF. Phosphoglyc- 
eric acid contained 8.0 mg. of P per cc. 

Samples 149 were made up to a total of 2.0 cc. with 0.7 cc. of extract, the same 
amount of bicarbonates, phosphopyruxnc acid with 590 7 of iodine P, and the same 
selective additions, besides adenylic acid with 60 7 of adenylic P. 

Samples 147 in 3 cc. with 1.0 cc. of extract. Phosphopyruxic acid with 700 7 of 
iodine P. .Additions as in Samples 149. 


Sample 

No. 

Additioos 

Change of P 

sis 

NaF 

P>’ropbos- 
phoric P 

! Adenylic 
acid 

Phospho* 
glyceric P 

1 

Direct P 1 

i 

Iodine P 






n£. 

r 

y 

148-1 

+ 

+ 

4- 

— 


-f*12 

-90 

2 

+ 

+ 

4- 

— 

1.65 

4-330 

-350 

3 

+ 

+ 

-b 

— 

4.15 

-f-355 

-3S0 

4 

— 

-1- 

+ 

— 

1.65 

4-265 

-310 

5 

+ 

— i 

4- 

— 

4.15 


4-150 

149-1 

1 + 

4- 

4- 

_ 



-90 

2 

+ 

4- 

4- 

— 

2.5 


-400 

3 

I -1- 

4- 

— 

4- 

2.5 

4-440 

1 

4 

-b 

4- 

— 

— 

2.5 

4-66 


147-1 

— 

4- 

4- 

— 


4-25 

1 

2 

— 


+ 

— 

0.7 

4-410 


3 

— 

4- 

4- 

— 

0.7 

4-450 


4 

- 

4- 

— 

— 

0.7 

-1-70 



appreciable amount of adenosine diphosphate.* We, therefore, never 
observed a decrease of pj'rophosphoric P in such a system when inorganic 
phosphate was liberated. .A.cttiallj', in such a system the pyrophosphoric 
P increased steadily until it nearly corrosponded to the relation of 2 moles 

* Possibly xvith a 100 per cent pure preparation of adenosine triphosphate some 
decomposition could be demonstrated until the equilibrium of reaction (4) is at- 
tained. 
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of easily hydrolyzable to 1 mole of stable P. Consequently, adenosine 
triphosphate was regenerated while a little inorganic phosphate was 
split off. We must attribute this behavior to an incompleteness of the 
fluoride inhibition in the presence of high concentrations of adenylic 
compounds, although NaP was present in 0.1 n and 0.05 n in two experi- 
ments out of three and inorganic phosphate and Mg were added. 
(With 0.01 N NaF the inhibition was, of course, still more incomplete.) 
Cf. Table III. 

Dephosphorylaiion of Phosphopyruvic Acid in Presence of Arsenate — 
Former experiments (3) have already demonstrated that the enhanced 
breakdo-wn of phosphoglyceric acid in the presence of arsenate depends 
upon the activity of the oxidation-reduction system. It can easily be 

Table II 

Influence of Temperature on Dephosphorylaiion 


Samples 152 had the same composition as Samples 149 (Table I) . Addition of 50 7 
of pyrophosphoric P, 2.4 mg. of P of phosphoglyceric acid, 0.1 cc. of n NaP, 0.1 cc. 
of 0.1 N MgSO«. Dephosphorylation at 38° and 55°. 


Sample 

No. 

Time 

Change ot P 

Direct P 

Iodine P 

1 

Without extract, SS* 

38* 

55* 

3S’ 

55* 

Direct P 

Iodine P 

! 

mtn. 

y 

y 

y 

y 

y 

y 

152-1 

5 

-fl95 

-1-222 

-135 

-177 



2 

15 

-f375 

-1-422 

-290 

-310 



3 

30 

-b540 


-440 


0 

-60 

1 


shotvn that the effect of arsenate results from the rapid removal of 1,3- 
diphosphoglyceric acid by the follotving reaction. 

(7) 1,3-Diphosphoglyceric acid + dihydrocozymase — > diphosphoglyceraldehyde 

+ cozymase — » glyceraldehyde phosphate -f phosphate -t- cozymase 

This reaction takes place also in the absence of arsenate. But in this 
case it is compensated for by the reverse reaction, so that an equilibrium 
results, by which phosphate is taken up as rapidly by glyceraldehyde phos- 
phate in the presence of the enzymatic system as it is split up; hence with 
small amounts of all reactants no measurable turnover results. But this 
is not true in the presence of arsenate. In this case reaction (7) is not 
compensated for by the reverse reaction, because arsenate suppresses the 
phosphate uptake by glyceraldehyde phosphate, and according to the 
formulation of Warburg and Christian the oxidizing reaction is now 

(8) Glyceraldehyde phosphate -h arsenate -f- cozymasc — » l-arseno-3-phospho- 

glyceraldehyde + cozymasc — > l-arseno-3-phosphoglyceric acid dihydro- 
cozymaso 
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Since the arsenyl group would be spontaneously and rapidly split off, 
phosphoglyceric acid is liberated again and takes up phosphate according 
to reaction (4) and gets rid of this phosphate by reaction (7). TVhile 
arsenate pushes the system continuously to the side of phosphoglyceric 
acid, the diphosphoglyceric acid unloads its carbonyl phosphate in the 
presence of cataljdic amounts of dihydrocozjmase by reaction (7). 

To initiate reaction (7) some part of the cozymase must be reduced to 
dihydrQCOzj-mase. In j-east preparations not containing carboxj'lase this 
must be done by adding hexose diphosphate which gives rise to glyceralde- 

Tabi-e III 

Slabtlily of Adenyl Pyrophosphate tn Presence of Fluonde 
Incubation 30 and 60 minutes at 38° Samples vrere made up to a total of 2 0 cc. 
rfith 0.7 cc. of extract, 0 I cc of XaHCOi + NH 4 HCO> (4 per cent), 0.1 cc of MgSOi, 
0 1 cc. of Q 1 u phosphate, adenyl pyrophosphate (mixture of adenosine tri- and 
diphosphate) containing about 300 y of pyrophosphate P and about 200 y of adenylic 
P. Selective additions of JsaF and phosphogiyeenc acid. 


Sanp!e Ko 

Additions 

j Tune 

Pyrophospio’^c P 

Ch&sge of 
direct P 

i 

KiF 

Pfcospho' 1 
gl) cenc 1 
and ! 

Toul 

j 

Chaage 




nts j 

7 

T 

7 

152-1 

0 01 



290 



2 

0 01 1 


60 

328 

-f3S 

1 -f-4 

3 

0 01 i 

2 S 

0 

290 



4 1 

0 01 

2 5 

30 

365 

-i-75 

-h200 

5 

0 01 

2 5 

60 

450 

I -fieo 

i -f225 

154-1 1 

0 05 I 


0 

! 375 

1 


2 

0 05 ! 


60 

350 

-25 

-rl2 

3 

0 05 

1 65 

i ® 

375 



4 

0 05 

1 65 

30 

I 470 

i -h95 

-i-S4 

5 

0 05 

1 65 

60 

495 

-fl20 

+105 

155-1 

0 1 

1 65 

0 

1 255 



2 

0 1 

1 65 

30 

1 351 

' -f99 

+60 

3 

0 1 

1 65 ! 

60 

[ 335 i 

1 -fSO 

+122 


hyde phosphate by the action of zymohe.xase. In muscle preparations 
addition of hevose diphosphate is not necessary-, since pyruvic acid formed 
from phosphopyruvic can reduce the cozymase and start reaction (7). 

To prove this reaction mechanism, we introduced NaF into the 
system as in the above e.vperiments. Then arsenate has no dephosphory- 
lating effect even in the presence of the o.xidation-reduction system as long 
as the fluoride blockage of the enolase persists.* Adding phosphoglyceric 

* In experiments of longer duration, 45 minutes to 1 hour, some leakage can occur 
through the XaP barrage, so that traces of phosphoglyceric acid are formed. These 
suffice to start the reaction cycle (7) and (S), by which phosphopyruvic acid is rapidly 
decomposed. 
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acid permits the activation by arsenate to take place. Poisoning wth 
iodoacetic acid destroys it again. 

With the optimal concentration of arsenate of 0.005 m in yeast macera- 
tion juich the dephosphorylation can be enhanced 20 times; in muscle ex- 
tract, about 6 to 10 times. For technical reasons we contented ourselves 
with concentrations of 7 X 10~^ to 1.5 X 10~® of As. With the amount of 
enzyme used here the rate increased 3 to 4 times. These experiments were 
made at 20°, since at 38° even wthout arsenate, 80 per cent of the added 
phosphopyruvic acid was decomposed in 30 minutes with the addition of 
phosphoglyceric acid. As can be seen in Table IV, arsenate increases the 
speed of dephosphorylation with added phosphoglyceric acid from 99 7 
of P in 10 minutes to 375 7 (Samples 155-1 and 155-3), from 138 7 of P in 
20 minutes to 440 7 (Samples 155-2 and 155-4). The effect of phospho- 
glyceric acid on this rate may be seen from Samples 156, 153, and 158. In 
15 and 20 minutes without this acid, 0 7 and 24 7 of P are split off from 
phosphopyruvic acid; -with addition of 84 7 of P of phosphoglyceric acid, 90 
7 of inorganic P are formed ; mth 165 7 of P of phosphoglyceric acid, 255 
7 of inorganic P; with addition of 1.65 mg. of P, 350 7 of inorganic P are 
formed. As Sample 156 shows, no P is split off in the absence of arsenate 
wthout phosphoglyceric acid in JfS minutes-, wth 165 7 of P of phospho- 
gljT,oric acid added, 65 7 of P are split off; with 1.65 mg. of P added, 170 7 
of P are .split off. But in the presence of arsenate in 15 mimdes mth 165 
7 of P of pho.sphoglyccric acid, 159 7 of P arc split off; and with 1.65 mg. 
of P of phosphoglyceric acid, 187 7 of inorganic P arc split off. Here the 
difference for different concentrations of phosphoglyceric acid is small, 
.since reaction (5), the .'jpontancous decomposition of the dipho.spho c.ster, 
plays no role. 

The participation of the oxidation-reduction system may be seen from 
the samples with added iodoacetic acid (Samples 153-8 and 155-5) in which 
the dephosphorylation is exactly equal to that in the absence of arsenate. 
(The experiments in the absence of cozymase have less significance, since 
cozymase is incompletely removed by 20 to 24 hours dialysis (c/. (12).) 

Since we have found that glutathione preserves the activity of the puri- 
fied oxidizing enzyme (c/. also (26)), wc added glutathione to Samples 
156-6, 156-10, and 158-6 and found that the rate of dcphosphorylation in 
the presence of arsenate was somewhat enhanced. 

In Sample 158 the phosphate concentration was increased to 0.11 m and 
the fluoride to 0.1 1 n, to secure a complete inhibition of enolase. Although 
the P determinations arc a little less accurate because of the high initial 
phosphate, a still more striking difference is now visible between the results 
with fluoride and those without. With fluoride in the absence of phos- 
phoglyceric acid, no phosphate is split off in the presence of arsenate, while 
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Table IV 

Effect of Arsenate on Dcphosphorylalion of Pkosphopyruric Acid in Presence of Fluoride 
Incubation at 20°. Samples vrere made up to a total of 2.0 to 2.2 cc. with 0.7 to 
0.8 cc. of extract, 0.05 cc. of NaHCOj + IfHiHCOi, 0.05 to O.I cc. of 0.1 s MgSOi, 
0.05 cc. of 0.1 Ji phosphate (in Sample loS, 0-5 m), 0.05 to 0.1 cc. of 0.02 jsadei^'lic acid, 
phosphopyravic acid with 590 y of iodine P, and selective additions of arsenate, 
fluoride, 0.10 mg. of cozj-m.ase, and phosphoglyeerie acid with various amounts of P. 
In two samples iodoacetatc 1:1500 was added to the extract 30 minutes prior to the 
beginning of the experiment; in three others 0.1 cc. of 0.1 N glutathione was added. 


Sample 

No. 

Addltloos 

Tunc 

Change cf P 

Arsenate 

NaF 

Cozy- 

maae 

Phospho- 

Clyceric 

P 

lodoacelate 




u 

y 


r:s. 


Wtirt, 

y 

y 

153-1 


0.05 

-i- 

1.65 


20 

-bl53 

o 

2 

7.5 X 10-' 

0.05 

+ 



20 

-b24 


3 

7.5 X 10-' 

0.05 

4* 

0.031 


20 

-bBO 


4 

7.5 X 10-* 

0.05 

-f 

1.65 


5 

-bill 

-160 

5 

7.5 X 10-' 

0.05 

+ 

1.65 


20 

-b350 

-SSO 

6 

7.5 X 10-' 



1 .65 


20 

-b370 

-120 

7 

7.5 X 10-' 

0.05 

— 

1.65 


20 

4"170 


s 

7.5 X 10-' 

0.05 

+ 

1.65 

4" 

20 

-bl45 


155-1 


0.1 

+ 

1.65 


10 

-b90 


2 


0.1 


1.65 


20 

-bl3S 

-190 

3 

1.0 X io-» 

0.1 

+ 

1.65 


10 

-b375 

-350 

4 

r.o X io-» 

0.1 


1.65 


20 

-b440 

-420 

5 

1.0 X 10-» 

0.1 

-r 

1.65 

4* 

20 

-bl23 

-200 

6 

1.0 X 10-' 

0.1 

- 

1.65 


20 

-b265 

-309 






Glutathione 




156-1 


0.00 

-t- 



45 

0 

-70 

2 


0.00 

+ 

0.165 


45 

4*65 

-155 

3 


0.00 

4“ 

1 .65 


45 

+ 170 

-203 

4 

I.o X I0-» 

0.09 

-b 

0.165 


15 

+159 

-19S 

5 

1.0 X 10-= 

0.09 


1.65 


15 

+1S7 

-240 

6 

1.0 X 10-= 

0.00 

4^ 

1 .65 

5 X 10-= 

15 

+265 

-270 

7 

1.0 X 10-= 

0.00 

4 

• 


45 

+297 

-400 

s 

1.0 X 10-= 

0.00 

-b 



45 

+435 


9 

1.0 X 10-= 

0.00 


1.65 


45 

+420 

-460 


1.0 X 10-= 

0.00 

-1- 


5 X 10-= 

45 

+463 

—475 

158-1 


0.11 

-b 

1.65 


15 

0 


2 

1.5 X 10-= 

0.11 

-b 



15 

0 

0 

3 

1.5 X 10-> 


-b 



15 

+336 

—355 

4 

1.5 X 10-> 

0.11 

-b 

0.165 


15 

4*255 

-26') 

5 

1.5 X 10-= 


■b 

1.65 


15 

+350 

0 

6 

1.5 X 10-= 


4- 

1.65 

5 X 10-= 

15 

+327 

1 

1 


* See foot-note 5. 
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without fluoride, 336 7 of P are split off (Sample 158-3) ; this amount is not 
increased even with a large quantity of phosphoglyceric acid added (Sample 
158-5), although here phosphopyruvic acid is regenerated. 

That phosphoglyceric acid really plaj's a catalytic r61e as phosphate 
carrier could be ascertained by polarimetric measurements in the presence 
of molybdate. The added small amounts of phosphoglyceric acid remain 
constant. For example, in Samples 156-4 and 156-8 the rotations were 
a= —0.557° and —0.535°. The expected rotation, after the establishment 
of the equilibrium 3-phosphoglyceric 2-phosphoglyceric acid Avas « = 
—0.61 X 0.9 = —0.55°. At the same time nearly 3 times this amount of 
phosphop3^mvic acid were decomposed. 

DISCUSSION 

The enzymatic sj'stem investigated in this paper concerns the last phos- 
phorylated compound in the chain of intermediaries in glycolysis and fer- 
mentation. Noimally the dcphosphor3dation of phosphop3"ruvic acid 
proceeds rapidly on account of the phosphate acceptors present: glucose, 
hexose monophosphate, and creatine. On the other hand, in the absence 
of such acceptors, the dephosphorylation is generally brought about by 
means of the adcnylpyrophosphatase according to equations (2) and (3). 
Our present experiments explain how dephosphorylation is possible in the 
absence of stable phosphate acceptors and of aden3dpyrophosphatase, a 
fact first clearly shown by Pillai. They throw light, moreover, on a re- 
lated fact observed some 3’'ears earlier, that, in the absence of arsenate and 
of phosphate acceptors, phosphoglyceric acid ferments 2 to 4 times as fast 
as does hexose diphosphate (c/. (1)). Fermentation takes place by way of 
phosphoglyceric acid and, as can be shown, no intermediary step between 
the two esters is responsible for the relative delay in the feimentation rate 
of hexose diphosphate as compared with phosphoglyceric acid. It follows 
from the present experiments that the time reason for this difference is the 
concentration of phosphoglyceric acid. As an intermediary in the break- 
dowm of hexose diphosphate it is formed by reaction (4), going from right to 
left. It is then immediately removed by reactions (6) and (2) ; so that the 
concentration remains ver3' I01.V. Inorganic phosphate is regenerated by 
means of the adcnylpyrophosphatase. (The possibility of a partial de- 
composition of hexose diphosphate to hexose monophosphate, as described 
by Lohmann, is not relevant in this connection (27).) On the other hand, if 
phosphogl3-ceric acid is added in high concentration, then reaction (4) is 
enabled to go from left to right, and this reaction together ndth reaction (5) 
adds to the other dephosphorylation and increases the rate of formation of 
inorganic phosphate. We think that this t3’pc of dephosphorylation has 
no ph3"siological importance as an intcnnediar3' reaction. 
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But this is different in the presence of arsenate. Here he.YOse diphos- 
phate ferments with the same high speed as does phosphoglyceric acid, a fer- 
mentation rate identical with the normal rate of fermentation of sugar. 
Our e-x-periraents show that very low concentrations of phosphoglyceric acid 
are already active, and the differential amount existing during the con- 
tinuous breakdo^x•n of hexose diphosphate is, therefore, sufficient. This 
results from the removal of the 1 ,3-diphosphoglj’ceric acid bj' biochemical 
reduction (reaction (7)). Under suitable conditions reactions (8) and (7) 
compensate each other and the system functions in combination with re- 
actions (4) and (2) for the rapid splitting of phosphopj-rux’ic acid. In the 
over-all breakdown starting with hexose diphosphate, reaction (8) must 
proceed uith higher speed than reaction (7), since otherwise glyceraldehyde 
phosphate would not be oxidized at all. This difference follows from the 
fact that only part of the phosphogl 3 "ceric acid reacts according to reaction 
(4) and forms diphosphogh'ceric acid, while at the same time the other part 
disappears via phosphopjTUxdc and pjnivic acids. 

The proof of the reactions formulated above depends, of course, upon the 
existence of the 1 ,3-diesters. So far onlj' the 1,3-diphosphoglj’ceric acid 
has been e.xperimentally demonstrated bj- Negelein and Bromel. "We rrill 
shortl}' report e.xperiments in which the presence and the concentration of 
a diphosphoiylated intermediarj' between glyceraldehj'de phosphate and 
diphosphoglj'ceric acid can be demonstrated. Although this formation 
depends upon the presence of an oxidizing enzjTne and cozjTnase, it is 
probably the 1 ,3-diphosphogh'ceraldehj-de of Warburg and Christian. 
But even if these reactions were still more comple.x, the mechanism of the 
dephosphorjdation described in this paper seems definitelj* established. 

SUMMARY 

1. The enzj-matic dephosphorjdation of phosphopjTUxdc acid in the 
absence of stable phosphate acceptors and of adenjdpjTophosphatase, but 
in the presence of cataljdic amounts of the adenj'lic sj’stem, is due to the 
spontaneous breakdown of 1 ,3-diphosphogIj'ceric acid formed b 3 ' phos- 
phate transfer from adenosine triphosphate to 3-phosphogl3'ceric acid. 

2. The man 3 '' fold acceleration of this dephosphor 3 ’lation b 3 ' arsenate in 
the presence of the same S3'stem plus the oxidation-reduction S3-stem is due 
to the reduction of 1 ,3-diphosphogl3’ceric acid, 3 ’ielding gl 3 'ceraldeh 3 -de 
phosphate and inorganic phosphate, while the counterbalancing oxidation 
of gl 3 'ceraldeh 3 'de phosphate proceeds in the presence of arsenate -without 
uptake of inorganic phosphate. 
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OXYGEN CONSUiNIPTION DURING THE HISTAillNE- 
mSTAjMINASE RKA.CTION 

By MICHAEL LASKOWSKI 

{From the Biochemistry Laboratory, Cornell University, Ithaca, and the Division of 
Agricultural Biochemistry, University of Minnesota, St. Paul) 

(Received for publication, July 30, 1942) 

According to Zeller (1, 2) the action of histaminase (diamine oxidase) 
is represented by the following reaction. 

RCH,XH, + O. + H-0 = ECHO + XH, + H-O- 

When he employed crude extracts of pig kidney, Zeller found that 2 and 
sometimes more atoms of oxx'gen were used up for even' mole of substrate 
oxidized. lUese (3) found that with crude extracts 2 atoms of ox 3 'gen were 
used per mole of histamine, but that after the histaminase had been re- 
peatedly precipitated mth ammonium sulfate between 30 and 60 per cent 
saturation only 1 atom of oxygen wa.s used. He found the production of 
ammonia, however, to be 1 mole per mole of histamine, no matter whether 
crude or purified histaminase wa.s employed. lUese states that his am- 
monia determinations were not veiy reliable, owing to high blanks. 

Zeller (4) employed inhibitors and found that the addition of those which 
affected the iron-containing enzj-mes dccrca.«ed oxx-gen coasumption. He 
believed that the 1st atom of o.xygen was used in the deamination (real 
diamine oxidase) and that the 2nd was probably used for further oxidation 
of the deaminized product (suspected iron-containing enzjTne). 

EXPERIXrENT.\L 

The author has found that when crude kidnej" e.xtracts act upon his- 
tamine more than 2 atoms are used per mole of hist.smine and that the 
oxygen uptake does not cease within a reasonable length of time, due to 
exhaustion of the substrate, although the rate of 0 X 3 'gen uptake does 
diminish. Purified histaminase that was obtained by ammonium sulfate 
fractionation was found to caase the uptake of less o.xj-gen than crude 
histaminase. 

The histaminase employed in Experiments 1 and 2 for which curves arc 
shown in Figs. 1 and 2 was prepared as follows: The cortex of fresh pig 
kidney was minced in a meat grinder, mixed with an equal volume of 2.5 
per cent sodium chloride, homogenized in a milk mixer (Powermaster), 
heated to 62° for 10 minutes, and then centrifuged in a Swedish angle 
centrifuge. The oxwgen consumption was determined in the Warburg 
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apparatus at pH 7.2 (phosphate buffer) with air at 38°. The substrate 
was 1 mg. of histamine dihydrochloride. This crude histaminase was 
purified by adding ammonium sulfate to 20 per cent saturation and dis- 
carding the precipitate. The filtrate was brought to pH 5.5 with acetate 
buffer and solid ammonium sulfate was added to this to make it 50 per 
cent saturated. The precipitate formed was filtered off. It was called 
Preparation P^. The filtrate ivas brought to 80 per cent saturation and 
this precipitate was filtered off and called Preparation Pgo. When tested 
by itself, Pso was entirely inactive towards histamine, but it markedly 
increased the activity of Preparation Pjo. The color of solutions of Prep- 
aration Pso was red and oxyhemoglobin was present, as shown by absorp- 




Fio. 1. O-xygen consumption of histaminase preparations of increasing purity. 

Fio. 2. Oxygen consumption of purified Enzyme E alone and after the addi- 
tion of different hemin compounds. 

tion bands. During the tests in which Preparations Pm and Pgo were used 
together, the red color changed to brotvn.* Preparation Pso was still further 
purified by dialyzing against 2.5 per cent sodium chloride and precipitating 
by the addition of acetone to 40 per cent concentration. The precipitate 
was dissolved in 2.5 per cent sodium chloride and was called Preparation 
Ac«. Preparation Ac^o was buffered Avith acetate to pH 5.5 and adsorbed 
on CajfPOOj. The enzyme was eluted Avith m/ 15 phosphate buffer, pH 
7,2. The elution was called Enzyme E; it Avas faintly yelloAv and contained 
only traces of catalase. 

‘ The oxidation of hemoglobin to mothcmoglobin was observed by Zeller (1), but 
oxygen eonsumption was not investigated. 
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The histerainase used in Experiment 3 (Fig- 3) was purified essentially 
by the same steps but in a different order. The crude extract was first 
precipitated with acetone, then adsorbed on CajCPOO:, and eluted, and 
finally fractionated with ammonium sulfate. 

The results obtained in Experiment 1 suggest that apparent o.xj'gen 
consumption depends on the presence of hemoglobin. This was confirmed 
by Experiment 2. The addition of hemoglobin, or of hemin, to the purified 
EnzjTue E markedl 3 ' increased the ox\'gen consumption. Neither hemo- 
globin nor hemin, when incubated alone with histamine, showed anj* de- 
tectable oxj'gen consumption. 



Fig. 3. Effect of different amounts of hemin on the oxygen consumption of 
purified histaminase. 

In E.\-periment 3 different quantities of hemin (0.1 and 1 mole per mole of 
histamine) were added to the purified histaminase. The results showed 
that with increased amounts of hemin the oxj-gen uptake was also in- 
creased; however, no stoichiometric relation could be detected. 

Zeller’s conclusion that HjOi is formed during the reaction is based on 
the indirect o.xidation of alcohol. In the crude non-heated preparations, 
as used bj' Zeller, the amount of catalase was veiy high. Added hj-drogen 
peroxide was decomposed within a few minutes. Heating to 62° destroyed 
a considerable amount of catalase, but even the purified extracts contained 
detectable amounts of catalase. The addition of ci^-stalline beef liver 
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catalase to the purified Enzyme E, almost free from catalase (Fig. 2), by no 
means decreased the oxygen consumption, which would have been the case 
if H 2 O 2 had been formed. 

In order to test the validity of the- method of coupled alcohol oxidation, 
crude unheated extract was used. Minced kidney cortex was extracted with 
2 volumes of 2.5 per cent sodium chloride, centrifuged, and filtered. The 
findings of Keilin and Hartrec (5) that H 2 O 2 , when added to the system, 
does not oxidize alcohol were confirmed. The results of an experiment in 
which alcohol and histamine were used as substrates separately and to- 
gether are shown in Table I. The oxygen consumption in the vessel 
(Flask IV) containing both histamine and alcohol was of the same order of 
magnitude as the sura of the oxygen consumed in the vessels (Flasks II and 

Table I 


Oxygen Consumption When Alcohol and Histamine Arc Used its Substrates 



Flask 1 Flask II 

Flask III 

Flask IV 

Main vesse} 

2.0 ml. kidney 
extract, 0.3 ml. 
buffer, 0.7 ml. saline 

2.0 ml. kidney 1 
extract, 0.3 ml. I 
buffer, 0.6 ml. saline 

2.0 ml. kidney 
extract, 0.3 ml. 
buffer, 0.6 ml. saline 

2.0 ml. kidney 
extract, 0.3 ml. 
buffer, 0.5 ml. saline 

Side arm 

0.1 ml. IIiO;, 0.1 M 

0.1 ml.HjOj.O.t m; 
0.1 ml. alcohol, m 

1 0.1 ml.HiOi.O.l m; 
0.1 ml. » 1 mp. 

histamine 

clihydrochloridc 

0.1 ml. HjOi. O.lw; 
0.1 ml. alcohol, 

0.1 ml. « 1 mjj. 
histamine dihydro* 
chloride 

5 min. after mixing 

5 hrs 

m 

c.mm. Oi 

+109.8 
-117.0 ' 

-56.5 

^ c.mm. 0; 

-MIO.O 

-148.5 

-87.4 

c.mm. Oi 

-flOG.7 

-209,5 

-148.4 

Corrected for blank. 


III) ivith alcohol alone and with histamine alone. In other experiments of 
the same type the oxygen consumed with two separate substrates accounted 
for 75 to 95 per cent of the oxygen consumed with both substrates together. 
In all experiments the vessel containing alcohol showed higher oxygen con- 
sumption than the blank, but in the case of extracts which were previously 
stored a few days in the refrigerator, the oxygen uptake in the vessel with 
alcohol ceased earlier than in other vessels. 

The results of these experiments indicate that oxidation of alcohol might 
be due to the action of alcohol dehydrogenase, or else it might be coupled 
ivith some other oxidizing reaction occurring in the blank itself. The 
application of this method for detection of hydrogen peroxide in statu 
nascendi seems to be of value only in comparatively pure enzyme systems, 
in which stoichiometric oxygen consumption is secured. 
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summary 

When histamine is oxidized by histaminase, both the amount of oxygen 
consumed and the rate of oxygen uptake vary greath'-, depending upon the 
purity of the histaminase. The presence of hemin has been shown to 
increase oxygen uptake. Possibly still other impurities affect the uptake. 
Attempts to confirm the formation of H-Oj in the course of the histamine- 
histaminase reaction failed. 
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THE OXIDATION OF p-CRESOL BY PEROXIDASE* 

By W. W. WESTERFELD and CHARLES LO\\'E 
(From l/ie Department of Biological Chemistry, Harvard Medical School, Boston) 

(Received for publication, July 29, 1942) 

The enzj-me peroxidase has been found to catalj’ze the oxidation by 
hydrogen peroxide of a variety of substrates, especially phenols (1) and 
aromatic amines. Some of the ojddation products from hydroquinone 
(2), PiTogallol (3), o-phenylenediamine (4), guaiacol (4, 5), aniline (6), 
p-toluidine (7), mesidine (8), catechol and homocatechol (9) have been 
determined, and it is apparent from these reactions that the enzjTne 
generally facilitates an oxidative condensation of the substrate. 

p-Cresol has long been used as a substrate for the qualitative detection 
of peroxidase activity, a positive reaction being determined by the produc- 
tion of a white precipitate. This precipitate has been examined and three 
of its components isolated. They were found to be identical with the three 
compounds previously obtained by Pummerer ei al. (10, 11) through the 
oxidation of p-cresol with potassium ferricyanide. One of these was 
identified as a tetrahydrodibenzofurane derivative corresponding to Com- 
pound I, and was probably formed by secondarj" ring closure of the inter- 
mediate quinol ether (Fig. 1); the second compound was identified as 
2,2'-dihydrox>'-5,5'-dimethylbiphenyl (II) by direct comparison nith the 
synthetic compound; the third substance appeared to be a terphenyl 
derivative (III). This reaction may be formulated according to Fig. 1, 
though other compounds which have not been obtained in a crj'stalline 
form are undoubtedly present in the white precipitate. 

EXPERIMENTAL 

10 gm. of p-cresol were dissolved in 1000 cc. of 0.1 m phosphate buffer 
of pH 6.5. A solution of horseradish pero.xidase (1) was added, and ad- 
ditional quantities of the enzxTne were introduced as the reaction pro- 
ceeded ; the precipitate seemed to remove the enziune from solution. Small 
portions of hydrogen peroxide were added gradually vith continuous 
stirring, and the reaction appeared to be fairly complete after the addition 
of 1 molecular equivalent. YTien .sufficient peroxidase was used, complete 

* A part of this study was carried out while one of us (W. tV. W.) was a Fellow in 
the Medical Sciences of the National Research Council, 193S-40. tte are indebted 
to Professors H. T. Clarke and O. Wintersteiner of Columbia Univcrsit 3 - and R. A. 
Peters of Oxford University for their aid during this period. 
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precipitation was effected within 15 to 30 minutes, and little or no p- 
cresol remained unchanged. 

The precipitate was centrifuged, washed with water, and sucked dry on 
a filter. It was dissolved in ether, filtered if necessary, and the ether solu- 
tion was extracted alternately with 5 per cent NaOH and water to remove 
the phenolic fraction. The neutral residue obtained upon distillation of 
the ether was recrystallized from methyl alcohol to yield 1.34 gm. of 
Compound I; m.p. 122-123°. 

The other two compounds were isolated from the phenolic fraction. 
The alkaline solution ivas acidified and extracted with ether. After 
removal of the ether, the residue was steam-distilled to remove small 
amounts of unchanged p-cresol. The non-volatile residue was subjected 
to fractionation under a high vacuum; p = 1 X 10~® mm. of Hg. The 



ir HI 

Fig. 1. The oxidation of p-crcsol by peroxidase 

most volatile fraction, collected between 150-180°, deposited crystals on 
long standing. Rccrystallization from benzene and then dilute alcohol 
gave Compound IT, m.p. 153-153.5°; yield 235 mg. Compound III was 
obtained from the fraction collected at 180-220°; ciystats were readily 
obtained by dissolving the oily fraction in ether and precipitating with 
several volumes of petroleum ether in the cold. It was recrystallizcd from 
benzene; m.p. 190.5°; yield G85 mg. 

Identification of Compound I — Compound I was a ketone, insoluble in 
KaOH; it gave no ferric chloride reaction, a iiositivc Millon test, and 
coupled with diazotized p-nitroaniline to give an orange-red color. No 
acetyl derivative could be obtained. A 2 per cent solution in 95 per cent 
alcohol had no optical activity, d'he ultraviolel absorption sjiectrum 
(Fig. 2) showed a maximum at 301 mg, molecular exlinclion coeflieient 
= 3100. 

It was identical with the ketone prepared from p-crcsol by the ferri- 
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cyanide oxidation method of Pummcrcr el al. (10), and showed no depres- 
sion of melting point on mixing. Tlic oxime and semicarbazone were like- 
nise identical. On treatment nith HBr the ketone formed the biphenj-1 
derivative identified bj' Pimimerer el al. (11) as 2,3'-dihj'droxj'-5,6'- 
dimethylbiphenyl (IV). jMetlndation of this product nith dimethyl 
sulfate and o.xidation with KhlnO^ in alkali gave the dicarboxylic acid (V). 

This ketone was assigned the tetrahydrodibenzofurane structure (I) 
by Pummerer el al. (11). Supporting erddence for this structure has been 
obtained bj' o.xidative degradation of the ketone. A dicarboxjdic acid 



Fig. 2 . Frc. 3 

Fio. 2. The ultraviolet absorption spectra of Compounds I, II, III, and IV in 
Soper cent alcohol, plotted a.s the molecular e,vlinction coefficient («) against wave- 
length (mn). 

Fig. 3. O.xidative degradation of Compound I. 


(VI) was obtained from the ketone on treatment with lOInOi in acetone. 
Further oxidation of this acid with KMnOi in alkali gave the tricarbo.xjdic 
acid (VII) without additional loss of carbon atoms. Fusion of the di- 
carboxylic acid (VI) with KOH, methylation of the liberated phenolic 
group, and complete oxidation of the side chains with IQInOi in alkali 
gave 4-methoxjisophthalic acid (\TII). These reactions are illustrated 
in Fig. 3, and in conjunction with the evidence presented by Pummerer 
el al. (10, 11) leave little doubt of the original structure. 

Analysis of Compound /— C„H,,0. 

Calculated. C 78.50, H 6.54, mol. wt. 214 

Found. - 78,18, 78.35, 77.98, H 6.57, 6.22, 6.38, mol. wt. (Hast) 216 
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Oxime — 35 mg. of the ketone dissolved in 3 cc. of alcohol were treated at 
room temperature or under a reflux with 60 mg. of hydroxylamine hy- 
drochloride and 70 mg. of sodium acetate dissolved in 2 cc. of water. The 
precipitated oxime was centrifuged, washed \vith hot water, and recrystal- 
lized fi'om 2 cc. of hot 95 per cent alcohol; m.p. 198-200°. 

Analysis — CnHisOjN. Calculated, N 6.11; found, N 6.99 

Semicarbazone — 20 mg. of the ketone dissolved in 3 cc. of alcohol were 
treated for 24 hours at room temperature with 0.5 cc. of a 90 per cent alco- 
holic solution containing 50 mg. of semicarbazide acetate. The crystalline 
precipitate was washed thoroughly with hot water and alcohol; m.p. 255- 
256°. Recrystallization from glacial acetic acid did not alter the melting 
point. 

HBr Treatment — 100 mg. of the ketone were treated wth 5 cc. of 48 
per cent aqueous HBr on the steam bath for 1 hour. The product was 
extracted mth ether, washed with NallCOs, and the phenols removed 
vith 10 per cent NaOH. After acidification and extraction vith ether 
this gave 96. mg. of a semicrystalline product, of which 85 mg. were re- 
covered in pure fonn by sublimation under a high vacuum or in smaller 
amounts by rcciystallization from ether-petroleum ether or benzene, and 
finally from dilute methyl alcohol to give Compound IV; m.p. 157.5- 
158.5°. The same product was obtained in smaller yields by treating 
the ketone Avith aqueous HI, or by refluxing it with alcoholic NaOH. 
The crystals gave a positive Millon test, and no semicarbazone. The 
ultraviolet absorption spectrum (Fig. 2) showed a maximum at 286 my, 
molecular extinction coefficient = 5500. 

Analysis — CuHnOj. Calculated. C 78.50, H 6.54 
Found. " 77.81, " 6.30 

Dibenzoate — 30 mg. of Compound IV dissolved in 4 cc. of 10 per cent 
NaOH were shaken Atdth 0.2 cc. of benzoyl chloride. The precipitate was 
filtered, tvashed Avith AA’ater, and recrystallized from dilute ethyl alcohol; 
yield 46 mg.; m.p. 131.5-132°. 

Aualysis — CjsHsiOi. Calculated. C 79.C2, H 5.21 
Found. " 79.56, ** 5.09 

31cthylalwn and Oxidation of Compound IV — 0.5 gm. of Compound IV AA'as 
methylated Avith dimethyl sulfate in 10 per cent NaOH. The ether- 
soluble residue A\’as refluxed 1\ hours AA’ith 4 gm. of KMnOi in 100 cc. of 
1 per cent NaOH. After the JIn02 Avas filtered off, the filtrate AV'as acidi- 
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fied, and the precipitated acid (V) was recrj'stallized from glacial acetic 
acid; jield approximately 200 mg.; m.p. 263-264°. 

Analysis— CuBiiO,. Calculated. C 63.57, H 4.64 
Found. “ 62.83, “ 4.S7 

Oxidation of Compound I — 5.0 gm. of the ketone were dissolved in 200 
cc. of acetone and cooled with a cold water bath, while 13 gm. of powdered 
KMnO< were added over a period of 1 hour nith continuous stirring. The 
precipitate was filtered, uashed with acetone, and then leached with hot 
water and 1 per cent NaOH. The aqueous leachings were acidified and 
extracted with ether; the ether-soluble residue was crystallized directly 
from benzene to give 2.3 gm. of the crude acid OTE)- Reciystallization 
from ether-benzene, and finall 3 ’ from verj’ dilute methj'l alcohol, gave the 
pure acid; m.p. 149-150°. 

^naJysja— CijHuOs 

Calculated. C 62.40, H 5.60 
Found. “ 61.99, 62.13, H 5 58, 5.73 

21.8 mg. required 17.26 cc. of 0.01 N NaOH for neutralization to phe- 
nolphthalein; neutralization equivalent 126, theoretical 125. On treat- 
ment with acetic anhj'dride in pjnidine, this acid formed an anhydride, 
m.p. 125-126°. 

Oxidation of Acid (FZ) — 300 mg. of the acid vrere dissolved in 25 
cc. of 0.5 N NaOH and treated at room temperature with 550 mg. of KMnO« 
in 25 cc. of water. TiTien this had decolorized (24 to 48 hours), the liInO: 
was filtered off, and the filtrate acidified and cooled. The crj’stals of acid 
(VII) were collected and recrystallized from verj' dilute methjd alcohol; 
Jield 270 mg. ; m.p. 238-240°. 

Analysis— Cl, Hi-Oi 

Calculated. C 55.71, H 4.29 
Found. “ 55.63, 55.57, H 4.37, 4.49 

21.0 mg. required 22.28 cc. of 0.01 n NaOH for neutralization; neutrali- 
zation equivalent 94.2, theoretical 93.3. 

KOH Fusion of Acid (.VI), Methylaiion, and Oxidation — ^2.0 gm. of the 
acid (VI) plus 8.0 gm. of KOH were fused at appro.ximafelj' 250° for 1 
hour. On cooling, the melt was dissolved in water, acidified, ande.vtracted 
wth ether. The ether was washed with 5 per cent Na-COj and distilled 
to give a phenolic residue, which was dissolved in 10 cc, of 10 per cent 
NaOH and methjiated with 2 cc. of dimethji sulfate. E.xtraction of the 
methylated phenol with ether, washing with 10 per cent NaOH, and dis- 
tillation of the ether gave an oily residue that was refluxed for 6 hours with 
4 gm. of KMnO* in 100 cc. of 2 per cent NaOH. The filtrate, obtained 
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after decomposition of the excess KMn04 with alcohol and removal of the 
Mn02, was acidified and chilled to give 193 mg. of crystalline 4-methoxyiso- 
phthalic acid (VIII). Recrystallization from dilute methyl alcohol gave a 
pure product, m.p. 261-262°, that showed no depression of melting point 
when mixed wth a sample of 4-methoxyisophthalic acid prepared from 
m-xylenol. 

Analysis — CsHsOs. Calculated. C 55.10, H 4.08 
Found. “ 55.44 “ 4.68 

20.8 mg. required 20.66 cc. of 0.01 n NaOH for neutralization; neutrali- 
zation equivalent 100, theoretical 98. 

Refluxing the methoxy acid (VIII) for 3 hours with a mixture of 3 parts 
of 47 per cent aqueous HI and 1 part of glacial acetic acid, and recrystalli- 
zation from hot water gave 4-hydroxyisophthalic acid; m.p. 305-306°. 
No depression of melting point was obtained when it was mixed vith a 
synthetic sample. Dilute solutions gave a cherry-red ferric chloride 
reaction. 

Identificalion of Compound II — Compound II was identical with 
2,2'-dihydroxy-5,5'-dimethylbiphenyl (11, 12). A mixed melting point 
vdth the synthetic compound showed no depression. The ultraviolet 
absorption spectrum (Fig. 2) showed a maximum at 295 mju, molecular 
extinction coefficient = 6000. 

Analysis — CuHuO- 

Calculated. C 78.50, H 6.54, mol. wt. 214 
Found. “ 78.39, “ 6.93 “ “ (Rost) 227 

Diacetate — 15 mg. of Compound II were dissolved in 1 cc. of pyridine 
and 0.5 cc. of acetic anhydride, and allowed to stand at room tempera- 
ture 24 hours. The precipitate obtained upon dilution with ice water 
was centrifuged and recrystallized from dilute methyl alcohol; m.p. 88°. 

AnaJi/sis— C 18 H 1 SO 4 . Calculated. C 72.48, H 6.04 
Found. “ 72.47, “ 5.91 

Synthesis of 2 ,2' -Dihydrozy-5 ,5' -dimelhylhiphenyl — 25.8 gm. of 3- 
bromo-4-mcthoxytoluene in 50 cc. of dry ether were treated with 3.2 gm. 
of magnesium. After the magnesium had dissolved, 20 gm. of anhydrous 
cuprous chloride suspended in 50 cc. of ether were added, and the solution 
refluxed 5 hours. Ice and 1 : 1 HCl were then added to dissolve the copper 
salt. The ether layer and ether extracts of the aqueous layer were com- 
bined, washed udth 1:3 NH4OH, dilute HCl, and water. The oily residue 
obtained from distillation of the ether was refluxed 3 hotirs with a mixture 
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of I part of glacial acetic acid and 2 paiis of 47 per cent aqueous HI. The 
reaction mixture \va.s diluted with water, extracted wth ether, and the 
ether washed thoroughly with NaiCOj. The phenols were removed from 
the ether by e.xtraction with 10 per cent NaOH, and recovered TOth ether 
after acidification of the NaOH extracts. The jield after recrj'stalliza- 
tion from benzene was 1.42 gm.; m.p. 153°. 

Identification of Compound HI — This compound was apparently identi- 
cal with one obtained by Pummerer et al. (10, 11). It was soluble in 
NaOH, and gave a negative Millon test and a greenish ferric chloride reac- 
tion in dilute alcohol. It formed no semicarbazone. The ultra\iolet 
absorption spectrum (Fig. 2) showed a maximum at 295 mp, molecular 
extinction coefficient = 12,400. 


Analysis — C-iH.oOj 

Calculated. C 7S.75, H 6.25, mol. wt. 320 
Found. “ 7S.53, “ 6.37, “ “ (Past) 296 

Triacetate — ^Acetylation in pjaridine with acetic anhydride at room 
temperature by the usual procedure gave an oil that crystallized on stand- 
ing; m.p. 107°. 

Analysis — CjiH-tOj. Calculated. C 72.65, H 5.83 
Found. “ 72.41, " 5.84 

Benzoate — A benzoate was prepared by the Schotten-Baumann method 
and co'stallized from methj'l alcohol with benzene to aid in dissoh-ing the 
derivative. The crj'stals were insoluble in NaOH; m.p. 189-190°. 

Pummerer et al. first (10) believed this compound to be a biphenyl 
derivative of the formula CjiHmO-, but later (11) could not identify it 
with anj' of the possible isomers. Since all of the analyses agree equally 
well with a biphenyl or terphenyl structure, differentiation between the 
two possibilities is based entirely on the molecular weight determinations. 
By analog!’ with Compound II, this substance is believed to possess the 
terphenyl structure (III). 


DISCUSSION 

Johnson and Tewkesburj' (13) recently postulated a mechanism for the 
formation of thjToxine from diiodotjTOsine; this mechanism is analogous 
to the tjqie of oxidation herein obtained with p-cresol in the formation of 
Compound I, and was based on the previously cited results obtained by 
Pummerer el al. (10, 11) in their study of the o.xidation of p-cresol by po- 
tassium ferricyanide. If diiodotjwosine were oxidized in a manner anal- 
ogous to the oxidation of p-cresol, the quinol ether first produced would be 
intermediate in the formation of thyroxine, requiring only the remo%’al of 
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one alanine side chain to complete the s 3 Tithesis. The presence of the 2 
iodine atoms ortho to the phenolic hydroxyl would block the formation of 
biphenyl and terphenyl derivatives, and would also block the secondary 
ring closure of the quinol ether to a dibenzofurane derivative. The ob- 
servation, reported in this paper, that this type of oxidation is brought 
about by the enz 3 Tne peroxidase suggests that this synthesis may be 
brought about by biological means. 

SUMMARY 

Three compounds were isolated from the white precipitate produced 
by the oxidation of p-cresol with peroxidase and hydrogen peroxide. They 
were found to be identical with the three compounds previously obtained 
by Pummerer et al. from the oxidation of p-cresol with potassium ferricy- 
anide. One was identified as a tetrahydrodibenzofurane derivative, the 
second was found to be 2, 2' -dihydroxy-5, 5'-dimethylbiphenyl, and the 
third was believed to be an analogous terphenyl derivative. 

We are indebted to Mr. William Saschek of Columbia University and 
to Dr. Y. Subbarow of the Lederle Laboratories, Inc., for the elementary 
analyses. 
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THE EFFECT OF pH ON THE FORMATION OF FITIROLIDONE- 
CARBOXYLIC ACID AND GLUTAMIC ACID DURING 
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Aqueous extracts of rat kidnej'- were shown previously (1) to bring about 
complete enzjTnatic hs'drolysis of glutathione (GSH), as indicated by the 
nearly quantitative liberation of cysteine. The accompanjung increase 
in carbo.xj'l groups indicated the presence of the three constituent amino 
acids, cysteine, gljxine, and glutamic acid, in almost theoretical amounts. 
The present study on the effect of pH upon this hydrolysis shows that a 
part of the glutamic acid may be split off as the anh 3 'dride, pjTrolidone- 
carboxj'lic acid, the proportion of these two compounds depending upon 
the pH oi the digestion mixture. 


Methods 

1:5 kidnej' extracts were prepared from pooled fresh Iddnej's of normal 
albino rats, bj' grinding with sand, extracting with 5 volumes of water, 
centrifuging, and decanting the supernatant e.xtract. Incubation of GSH 
irith the kidnej' extract was carried out at 25° and the pH of the mixtures 
was measured with the Beckman (glass electrode) pH meter. COOH 
determinations were made bj' titrating 1 cc. of the digestion mixtures with 
0.05 N NaOH according to the alcohol-formaldehj'de method of Harris (2). 

Cysteine and GSH Determination — ^The digestion mi.xtures were depro- 
teinized bj' the addition of 11 volumes of 2.2 per cent sulfosalicj'lic acid. 
The acid filtrates were submitted to electrolj-tic reduction (3) before being 
used for cj'steine or GSH estimations, in order to reduce anj' ej'stine or 
GSSG which maj' have been formed' during the digestion. 

Cysteine w'as estimated bj' means of the Sullivan reaction (4), the colors 
being read through a green filter (Wratten No. 62). Cj'steinj'Iglj'cine, 
if present, would interfere with this determination, since it also gives a red 
color, which, however, contains more purple (5) than that produced bj- 
cj'steine. The colors obtained from the protein-free filtrates indicated 
that verj' little, if anj', cj'steinj'lglj'cine could be present, e.xcept possiblj- 
in filtrates from digestion mixtures of pH of about 8 and higher. In the 
latter case a slightly purplish shade was obtained. Control determinations 
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of cysteine in the presence of amounts of GSH whicli could be present in 
the filtrates showed that GSH did not introduce any error into these 
determinations. 

GSH was estimated by means of the manometric glyoxalase method (6). 

Glutamic Acid Determination — The glutamic acid content of filtrates of 
the digestion mixtures deproteinized by the use of tungstic acid was de- 
termined by the succinoxidase method of Cohen (7), \vith rat heart as the 
source of this enzyme. Control determinations of glutamic acid in the 
presence of cysteine, glycine, and pyrrolidonecarboxylic acid showed that 
no interference occurred and that 93 to 96 per cent recovery of glutamic 
acid was obtained. 

Pyrrolidonecarboxylic Acid Determination — Pyrrolidonecarboxylic acid 
was determined by a modification of the method described by Pucher and 
Vickery (8). The method is based upon the solubility of pyrrolidone- 
carboxylic acid in ethyl acetate and its conversion to glutamic acid by acid 
hydrolysis, the resulting increase in amino nitrogen being a measure of the 
pyrrolidonecarboxylic acid. 

A protein-free filtrate was prepared from the digestion mixture by addi- 
tion of 1 volume of water, | volume of | n H 2SO4, and ^ volume of 10 per 
cent Na2W04. A volume of filtrate containing preferably 5 to 10 mg. of 
pyrrolidonecarboxylic acid was introduced into a continuous ether ex- 
tractor (capacity about 25 cc.) with 10 cc. of 0.1 m phosphate buffer (pH 
7.4) and adjusted to pH 2.4 to 2.6 with H2SO4. The mixture then was 
diluted up to the capacity of the extractor with 20 per cent Na2S04. After 
extraction with freshly distilled ethyl acetate for 20 hours, during which 
the aqueous solution was maintained at 20-25°, the solvent was removed 
from the extract by evaporation at 100°, and the residue taken up in a 
known volume of water and filtered. In order to convert pyrrolidone- 
carboxylic acid to glutamic acid, an aliquot was made 2 n with respect to 
HCl, heated for 2 hours at 100°, adjusted to pH 4 to 5, and diluted to a 
known volume. Similar solutions were prepared from the enzyme blank. 

The free amino acid contents of the hydrolyzed and unhydrolyzed ex- 
tracts were then determined from the C02 evolved on treatment -with 
chloramine-T at pH 4.7, the Barcroft-Warburg technique described by 
Cohen (7) for glutamic acid being used. Pyrrolidonecarboxylic acid was 
found to give no CO2 under these conditions, while glutamic acid yielded 
1 mole of CO2. Kno^vn amounts of pyrrolidonecarboxylic acid after acid 
hydrolysis gave CO- values indicating that 97 to 98 per cent conversion to 
glutamic acid had occurred. The increase in CO- production upon hy- 
drolysis of the extract, therefore, w-as used as a measure of the pyrrolidone- 
carboxylic acid present. 

Control determinations made on solutions of pyrrolidonecarboxylic acid 
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alone and in the presence of glycine, glutamic acid, and cysteine, with ex- 
traction times of 15 to 20 hours, showed recover}' values of 93 to 95 per 
cent. Negligible CO; values for the unhydrotyzed extracts indicated that 
the amino acids were not extracted. 

EXPERIMENTAL 

■pH Optimum for Hydrolysis — ^To obtain digestion mixtures of pH values 
from 5 to 9.5, varied amounts of from 0.12 to 0.4 cc. of 1.0 x NaOH were 
added to 1 cc. portions of 0.16 5i GSH, enough water added to make 2 cc. 
of 0.08 M GSH, and then 2 cc. of 1 ;5 kidney e.xtract added. The resulting 
digestion mixtures were all 0.04 m with respect to GSH and 1:10 with 
lespect to kidney. GSH, cj-steine, and COOH determinations were made 
after a digestion period of 30 minutes. No blank kidney mixtures were 
made, since it was known from previous experience that the increase in the 
blank due to autolysis would be insignificant for this short period. The 
ma.ximum change in pH of any mixture during the digestion period was 
0.1 pH unit. 

The effect of pH on the loss of GSH and on the formation of cysteine and 
COOH groups is shown in Fig. 1. The data are expressed in terms of the 
total change theoretically possible; that is, cysteine is calculated on a basis 
of 1 mole froni each mole of GSH used, and COOH on a basis of 2 equiva- 
lents which could be liberated if the two peptide bonds of GSH were split. 

The obsen'ed pH optimum was found to depend upon the method used 
to follow the hydrolysis. When GSH loss was measured, the pH optimum 
was about 8.5; for cysteine formation, about 7.8; and for COOH liberation, 
about 7.0. Since GSH was estimated by the glyoxalase method, which 
requires the intact tripeptide,^ its loss could have been due to the splitting 
of only one peptide bond uith formation of either possible dipeptide, 
cystemylglycine or -y-glutamylcysteine, but the formation of cj-steine 
requires the splitting of both peptide bonds. It is readily imderstandable, 
therefore, why the cysteine cun-e should fall below the GSH loss cur\’e, 
but it is not at once apparent why the COOH cuiwe should fall below the 
cj'steine cun-e. In fact at pH 7 and higher, the COOH liberation was far 
below that to be expected from the amount of cj'steine formed. In order 
to investigate the reason for this discrepancy, the following e.xperiments 
were carried out. 

Time Curves for Hydrolysis at pH 7.6, 6.9, and 6.2 — Digestion mixtures 

* It was found several years ago (unpublished data by one of us, G. E. tV.) that 
neither cysteinylglycine nor T-glutaniylcs'steine could activate glyoxalase. The 
cy 8 teinylgl 3 'cine was prepared in solution by heating GSH at 62° for 5 daj-s accord- 
ing to Mason’s procedure (5). The glutamj'Icystcine was a small sjmthetic sample 
kindly supplied by Dr. C. It. Hnrington (9). 



474 


GLUTATHIONE HYDnOLYSIS 


were made containing 0.04 m GSH and 1 : 10 kidney extract. The mixture 
at pH 7.6 contained no added buffer, being adjusted to this pH by NaOH. 
The mixture at pH 6.9 contained 0.01 m phosphate buffer, and that at pH 
5.2 contEiined 0.025 m acetate buffer. Blank 1 ; 10 kidney extracts of corre- 
sponding pH were also made. Samples were removed at various time 
intervals for COOH, GSH, and cysteine determinations. 





Fig. 1. pH optimum for hydrolysis of 0.04 m GSH by 1:10 kidney extract, as 
indicated by GSH loss, cysteine (CySH) formation, and COOH increase, during 30 
minutes digestion at 25°. 

Figs. 2 to 4. Hydrolysis of 0.04 m GSH by 1 :10 kidney extract at 25° and various 
pH values, as indicated by GSH loss, cysteine (CySH) formation, and COOH in- 
crease. 

The data obtained are given in Figs. 2 to 4. As the time of hydrolysis 
was prolonged, the GSH was completely destroyed and eventually an 
equivalent amount of cysteine appeared, showing that both peptide bonds 
of GSH had been broken. In the early stages of the hydrolysis, however, 
an equivalent amount of cysteine was not present, indicating the presence 
of a dipeptide as an intermediate in the breakdo\vn. For every mole of 
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cysteine formed 2 equivalents of COOH should be liberated, and for everj' 
mole of dipeptide 1 equivalent should appear. It would be e.xpected, 
therefore, that the curv'e for COOH formation would fall between the 
curves for cj’steine formation and for GSH loss. Since the COOH curve 
always fell below the cysteine cuive, there was indication that a part of 
the glutamic acid or glycine was present in a form which did not contain 
the free COOH group expected. The final COOH value, which reached 
51 per cent at pH 7.6, 70 per cent at pH 6.9, and 90 per cent at pH 5.2, 
indicated more or less of this product, depending upon the pH of the 
digestion mi.vture. 

The reason for the low COOH formation became apparent when a glu- 
tamic acid analysis was carried out on the completel 3 ’ h 3 'droh’zed mLvture 
at pH 6.9. The data in Table I show that the amount present was onl 3 ' 
47 per cent of the theoretical, and that the COOH increase calculated from 
this figure (73.5 per cent) was in good agreement with the observed value 
(70 per cent). The remainder of the glutamic acid, therefore, must have 
been split off in a form w'bich did not contribute to the COOH increase. 
Since its presence in the anh 3 -dride form, p 3 -rrobdonecarbo.x 3 'lic acid, was 
the logical assumption, the tungstic acid filtrate of the digestion mi.vture 
was h 3 ’drolyzed 2 hours at 100° in 2 n HCl, conditions known to open the 
P 3 TroIidone ring. The glutamic acid value was increased thereby to 93 
per cent of the theoretical. Additional e^-idence that the increase was due 
to pyrrolidonecarboxylic acid was obtained in later e.vperiments. 

Direct anal 3 'sis for p 3 -rrolidonecarbox 3 'lic acid (Table I) in the digestion 
mLvture at pH 7.6 at the end of h 3 -drol 3 'sis gave a value equivalent to 87 
per cent of the glutamic acid content of the original GSH. Confirmation 
that the increase in free amino acid upon acid hydrol 3 -sis of the material 
extracted 63 ' ethyl acetate was due to conversion of p 3 TroIidonecarbox 3 'Iic 
acid to glutamic acid was obtained b 3 ' anal 3 'sis for the latter after the acid 
h 3 ’drol 3 'sis. The amount found accounted for 98 per cent of the free amino 
acid increase . Assuming tbat the other IS per cent of the possible glntamic 
acid was free in the digestion mixture at the end of h 3 'droh'sis, the theoreti- 
cal COOH increase would be 56.5 per cent. A value of 51 per cent was 
found. 

Anah'sis of the mi.vture at pH 5.2 (Table I) gave values of 69 per cent 
for glutamic acid and 20 per cent for p 3 Trolidonecarbo.\ylic acid, which 
likewise accounted ver 5 ' well for the ob.=crved COOH increa.«e. 

The foregoing results show that the COOH increase L= not a tnie mea.=ure 
of the extent of h 3 'droly.‘:is, as might be expected. However, on the 
theoretical basis of the eqiiation.s given below Table I, the \'aluc obtained 
at complete h 3 'drol 3 '.si.s can be u.'-ed to ealculate the amount.^ of glutamic 
and P 3 Trolidonccarbox 3 -lic acids present. 
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Relation between pH and Formation of Glutamic and Pyrrolidonecarbozylic 
Acids — The expeiiments which showed that pyrrolidonecarboxylic acid 
predominated at a slightly alkaline pH and glutamic acid at an acid pH had 

Table I 

Glutamic Acid and Pyrrolidonecarboxylic Acid Analysis of GSH-Kidney Digestion 
Mixtures after Complete Hydrolysis at 25° 


Digestion at 
pH S 2, 48 hrs 

Digestion at 
pH 6 9, 5 hrs 

Digestion at 
pH 7 6, 3 hrs 

Digest 



Blank 

Digest 

Blank 


Glutamic acid 


GSH originally present, mg 

Glutamic acid equivalent of original GSH, 

8 19 


8 19 



mg. 

3 92 


3 92 



Total O 2 absorbed, microliters 

232 

27 

165 

26 


Net Oa absorbed, microliters 

205 


139 



Glutamic acid found,* mg 

2 69 


1 83 



• " ” % 

69 


47 



COOH increase based on glutamic acid 






found, t % 

84 


73 5 



COOH increase found by titration, % 

90 


70 




Pyrrolidonecarboxylic acid 


GSH originally present, mg 
Pyrrolidonecarboxylic acid equivalent of 

19 24 




20 47 


original GSH, mg 

8 08 




8 60 


CO 2 evolved from EtOAc extract 







After hydrolysis, microliters 

411 

77 



1305 

2 

Before 

70 

14 



6 

0 

Net, microliters 

278 




1297 


Pyrrolidonecarboxylic acid found, J mg 

1 60 




7 48 


" " " % 

20 


46§ 


87 


COOH increase based on pyrrolidonccar- 







boxylic acid found, t % 

90 


77 


56 5 



* 1 mg of glutamic acid is equivalent to 76 12 micioliters of O 2 
t Calculated according to the equations, per cent COOH increase = i (100 + per 
cent glutamic acid) , per cent COOH increase = J (200 minus per cent pyi 1 olidonecar- 
boxj'lic acid) The COOH increase is based on a theory of 2 equivalents of COOH 
per mole of GSH 

t 1 mg of pyrrolidonocarboxjdic acid is equivalent to 173 5 microliters of COs 
§ Based on the increase in the glutamic acid content found after hydrolysis of the 
protein-free digest with 2 n HCl for 2 hours at 100° 

been caiiied out itith different prepaiations of kidney extract. In order 
to obtain cuiwes (Fig. 5) showing the proportion of these two compounds 
formed at a number of pH values, with the same kidney extract, digestion 
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mixtures were made containing 0.02 m GSH and 1 : 10 kidney e.xtract. The 
mi.xture at pH 4.6 was buffered \rith 0.025 m acetate and the other mbctures 
with 0.01 M phosphate. Blank kidney e.xtracts were buffered in the same 
manner. The hydrolysis was carried to the maximum COOH increase 
and the pyrrolidonecarboxylic acid and glutamic acid formation calculated 
from this according to the equations given below Table I, which have been 
shown to be valid in this pH range. 

With this kidney extract, glutamic acid predominated below pH 6.6; 
in the region of pH 6.3 there was a rather sharp increase in the proportion 
of pjTTolidonecarboxylic acid; at pH 7.5 almost all of the glutamic acid was 
in the form of pjTrolidonecarboxylic acid. In general, other kidney ex- 
tracts gave similar results, de\-iations, if any, being most noticeable in the 
pH range 6 to 7, where small changes in pH produced the greatest effect. 



Fig. 5. Effect of pH on glutamic acid and pyrrolidonecarboiylic acid formation 
during complete hydrolysis of 0.02 it GSH by 1:10 kidney extract at 25°, as cal- 
culated from maximum COOH increase. 

Since this effect of pH was not known at the time of the original work 
(1), the pH of the digestion mixtures was not carefully controlled, kidney 
extract having been mixed with GSH solutions to which 1 equivalent of 
HaOH had been added. The 90 per cent COOH increase obtained at that 
time would indicate, on the basis of the present work, that probably the 
pH had been in the range 6 to 6.5 and that 20 per cent of pjirolidone- 
carhoxylic acid had been present. 

Isolation of Pt/rroUdonscarboxylic Acid — In order to prove condusively 
that the glutamic acid derivative extracted by ethyl acetate during the 
analytical procedure was pyrrolidonecarboxylic acid and not another 
anhydride of glutamic acid, isolation was undertaken. A duplicate of the 
previously described digestion mixture at pH 7.6 was made, since this pH 
was favorable for maximum formation of the anhydride. After 2.5 hours 
of digestion the COOH increase had become constant at 53.5 per cent, 
which indicated that 93 per cent of the glutamic acid was in the anhydnde 
form. The mixture was deproteinized with timgstic acid, and 50 cc. of 
the filtrate, equivalent to 205 mg. of GSH, were adjusted to pH 2.4 with 
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G N NaOII. Half of the solution was then put into each of two 25 cc. 
eontinuous extractors. Extraction was carried out with freshly distilled 
ethyl acetate for 10 hours, during which the aqueous solutions were kept at 
20°. The combined extracts were evaporated to dryness at 100°. The 
residue was dried in vacuo over H2SO4, and then extracted with four 2 cc. 
portions of boiling ethyl acetate. After evaporation of these extracts to 
a small volume, 30 mg. of a crystalline product separated on cooling; m.p. 
153-157°. Recrystallization from ethyl acetate raised the melting point 
to 160°. A known sample of Z(— )-pyrrolidonecarbo.\yIic acid, prepared 
from Z(+)-glutamic acid (10), and recrystallized from ethyl acetate, melted 
at 159-160°; this value was not lowered bj’^ admixture with the isolated 
material. The latter contained 10.82 per cent N (micro-Kjeldahl); 
theoretical value for C5H7O3N, 10.85 per cent. As wdth the known acid, 
no CO2 was evolved on treatment ivith chloramine-T; after hj'drolysis with 
2 N HCl for 2 hours at 100°, 1 mg. yielded 166 microliters; theoretical value 
173.5 microliters. 

Incubation of Glutamic Acid and Pynolidonccarhoxylic Acid with Kidney 
Extract — The possibility that glutamic acid first was formed during hydrol- 
ysis of GSH and then converted into pyrrolidonecarboxylic acid was 
eliminated by studies on the stability of glutamic acid in kidney extract 
under the conditions of the hydro^'sis e.xperiments. When 0.04 m Z(-1-)- 
glutamic acid was incubated with 1:15 kidnej’- extract at pH 8, 7, or 5.4 for 
22 hours, no ring closure occurred, as indicated bj' a COOH titration which 
was constant when corrected for the increase found in corresponding blanks. 
Neither was there any ring closure when 0.04 m Z(— )-cysteine, or cysteine 
plus glycine, was incorporated as a possible activator at pH 7.0 or 7.5. 
Ring closure must have occurred, therefore, before or at the moment of 
splitting of the 7-glutamyl peptide bond. 

The results of similar studies to show whether pyrrolidonecarboxylic acid 
could be converted to glutamic acid by ring opening w'erc also negative. 
No increase in COOH was observed when 0.04 m Z( — )-p 3 frrolidonecarboxy- 
lic acid, with or without added c.vsteine or cysteine plus glycine, was 
incubated with 1:15 kidney extract at pH 5.4 or 7.0. Moreover, when a 
digestion mixture of GSH and kidney extract at pH 7.1, showing a ina.xi- 
mum COOH increase of 58 per cent, was adjusted to pH G.l, no further 
increase in COOH could be obtained. These experiments all indicate that 
pjUTolidonccarboxylic acid and glutamic acid were formed directly at the 
time of splitting of the 7 -glut amj’l bond and not bj- anj' secondary^ reaction. 

DISCUSSION 

The two possible .substrates for the formation of pyrroliclonccarbo.xj’lic 
acid arc, of course, GSH and the dipeptide, 7-glutamylcysteinc, which 
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would be present if glycine were split off fii-st from GSH. Although forma- 
tion of pj’rrolidonecarboxylic acid by spontaneous splitting of the -y-glu- 
tamyl bond of GSH in aqueous solution had been obsen'ed by Mason (5), 
complete cleavage required 5 to 7 days at 62°, while at 37° the cleavage was 
only 80 per cent in 14 days. It would appear, therefore, that spontaneous 
decomposition of GSH could not account for the formation of pynolidone- 
carbo.xylic acid under the mild conditions of our experiments. r-GIutamyl- 
cyxte'me also would not be expected to decompose spontaneously at 25° 
and pH 7.6 in 1 hour, since it had been sjTithesized and recovered from 
aqueous solution (9), and since no cysteine had been liberated (1) in 30 
minutes under the alkaline conditions of the Sullivan reaction. Regardless 
of whether pyrrolidonecarboxylic acid is formed directly from GSH or from 
the dipeptide, its formation seems definitelj' to be due to the enzjmatic 
action of the kidne}' extract. This, as far as we know, is the first reported 
evidence for .the formation of pj-rrolidonecarbo-xylic acid by enzjmatic 
action. 

The formation of different proportions of glutamic acid and pj-rrolidone- 
carbo.xj’lic acid, depending upon the pH, suggests that perhaps two dif- 
ferent enzjmes with different pH optima are involved, or that each acid is 
formed from a different substrate, one from GSH and the other from 
y-glutamj'lcysteine. A better understanding of the mechanism of the 
enzjTnatic hydrolysis of GSH n-iU have to await a separation of the enzjmes 
concerned or the availabilitj- for study of the two dipeptides in^'olvcd, 
cj’steinjdglj’cine and y-glutamjdcj-steine. 

SUMMART 

Both peptide bonds in GSH were found to be split bj' the enzjmatic 
action of rat kidnej' e.xtract in the pH range 5 to 9.5, as indicated bj- the 
liberation of cj'steine. The rate was fastest in the range of pH 7 to 8. 

Splitting of the y-glutamj'l peptide bond resulted in the formation of 
different proportions of glutamic and pjTrolidonecarboxj’lic acids, de- 
pending upon the pH of the digestion mixture; glutamic acid predominated 
at pH values lower than about 6.6, and pj'rrolidonecarboxj'lic acid in the 
more alkaline range. 

The evidence indicated that pjTrolidonecarbo.xj'lic acid, as well as 
glutamic acid, was formed directlj- bj' the enzjmatic action of the kidncj' 
extract on the y-glutamj’! bond. 
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THE INFLUENCE OF INSULIN UPON GLYCOGEN STORAGE IN 
THE DIABETIC RAT 
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(Received for publication. May 20, 1942) 

The physiological action of insulin is not definitely known. Not long 
after its discover', Macleod (1) was of the opinion that, while in the diabetic 
organism insulin administration leads to increased deposition of glycogen 
and increased oxidation of glucose, in the normal organism it causes carbo- 
hydrate storage not as glycogen but possibly as some substance related to 
hexose phosphate and has no significant influence upon glucose oxidation. 
The latter suggestions as to the nature of insulin action have long been 
forgotten and it is now generally assumed that insulin exerts its effect upon 
glucose metabolism by increasing glucose oxidation and glycogen deposi- 
tion, particularly in the muscles (2). One recent reviewer (3) states that 
the most firmly established effect of insulin is “the withdrawal of sugar 
from the blood and its deposition as glycogen in the muscles.” Certain 
considerations, however, indicate that such processes are inadequate to 
explain all the known facts about insulin. One of these is the finding 
(4) that the action of insulin on carbohydrate metabolism is predominantly 
one of promoting storage. The extent of the capacity for this must be 
much greater than can be accounted for by the reported increases in muscle 
glycogen. Cori and Cori (5) studied the effect of insulin on glucose disposal 
in normal rats, and Best, Hoet, and Marks (6) e.xamined the same thing in 
liverless cats. In both cases most of the sugar was found to have been 
deposited as muscle glycogen. But the amount of glucose entering the 
circulation in these e.xperiments was verj'' small and not of much greater 
magnitude than would be used during the period of obsen'-ation. The re- 
sults w'ould put them under the range of normal storage requirements. A 
study has therefore been made of the influence of insulin upon the storage 
of glucose as glycogen under conditions in which storage quantities of 
glucose were being dealt with. These conditions are attained in the dia- 
betic rat recehdng a high carbohydrate diet, in which the administration of 
insulin results in a marked reduction in the loss of sugar in the urine and 
the storage of this sugar (4). 


4S1 
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Methods 

Young male rats weigliing Ijetwecn 100 and 150 gm. were depancreatizcd 
by Greeley’s adaptation' of the method of Shapiro and Pincus (7). They 
were allowed to remain on the stock diet of dog pellets until well recovered 
from the operation and then placed on a high carbohydrate diet, the same 
as that used by Drury (4) except that the glucose was replaced by sucrose. 
Daily urine sugar determinations were carried out and total nitrogen was 
determined during the 3 days previous to sacrificing the animals. The 
urine volumes varied with the glucose excreted and reached remarkable 
figures (Table I). 

Frequent 24 hour fasts were employed in an attempt to reduce the stored 
fat to a basal level but this effort proved unsuccessful. Weight lost in 
fasting could not be restored wdthout the aid of insulin, but unless the rats 
were fasted their weight was maintained. When maximum glycosiuia 
and minimum body freight were reached, the rats were paii'cd on the basis 
of tlicij' original body weight, daily food consumption, sugar excretion, and 
the sugar retained. One of each pair received 20 units of regular insulin 
three times during the day. The diabetic rat on a high carbohydrate diet 
is very insulin-resistant and this fii-st insulin treatment had relatively little 
influence upon sugar storage. A fast day was next imposed and then the 
insulin administration repeated during another day which ended the ob- 
servations. The insulin was then effective. At the end of this day the 
rats were fasted for a couple of hours to empty the gastrointestinal tract 
and then saciificed by the intraperitoneal injection of sodium pentobarbital. 
The livers and the rest of the body were placed in separate flasks of hot 30 
per cent potassium hydroxide for the determination of glycogen (8). The 
usual methods were used for the determination of blood sugar (9) and urine 
sugar (10). 

The rcsidts obtained in this manner arc presented in Table I. 

Residls 

The data show quite clearly that in the diabetic rat insulin increases the 
storage of sugar as glycogen in both the liver and muscles. The glycogen 
concentration increased 200 per cent in the liver and 275 per cent in the rest 
of the body, while the amount increased 290 and 275 per cent respectively. 
However, of the total amount of sugar .stored under the influence of insulin 
only 24 per cent can be accounted for as glycogen. 15 per cent of the 
stored sugar is in the form of liver gb'cogen and 9 per cent as glycogen in 
other parts of the organism, chiefly in the muscles in all prob.ability. 

> Greeley, P. O., personal eommuniention. 
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Table I 


InfiuenccoJInsulinuponTolalSugar Storage, SugarSlorage As Glycogen, and Nitrogen 
Retained in Diabetic Rats 



i 


Carbobydralc as ' 

i 





tJriae per sq 
dm body 
surface per 
day 


1 

Rat No 

* 

Body 

sur 

Cocc 

glucose PM so *n 
body sorhee pet djy ^ 

1 

Body glycogen 

B/rer 
per sq 
dm 
body 

|Liver glycogen 

: Blood 


1 



i 

Per 1 


Per 1 

i 

1 

: sugar 




•o 



Con 

sq dm 

surface 

Con 

so dm ! 

Total 

N 

Vo! 

1 


>v 





centra 

body 


centra 1 

body 1 






u 


ttOB 

sur 


; tion 1 

sur ' 

uxue 

i 



i 

>5 

w 



face 



face ^ 
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Controls 



gm 


gm 

gin 


ctnt 


gm 

per 

cent 

gff* 

gm 

ee 

mg per 
cent 

1 

242 


5 9 

2 2 

3 7 

0 07 

KBS 

3 I 

4 57 

0 14 

0 11 

22 

395 

2 

200 


7 4 

3 1 

4 3 

0 07 

0 04 

3 3 

2 85 

0 09 


32 

437 

3 

198 

3 8 

6 6 

4 8 

1 8 

0 10 

0 05 

3 2 

3 82 

0 12 

0 19 

58 

472 

4 

193 

3 8 

7 5 

4 3 

3 2 

0 27 

0 14 

3 0 

0 70 

0 21 

0 14 

40 

424 

5 

188 

3 7 

7 2 

3 4 

3 8 

0 23 

0 12 

2 8 

2 67 

0 14 

0 16 

32 

sss 

6 

178 

3 6 

9 7 

4 6 

5 1 

0 n 


3 7 

4 15 

0 15 

0 IS 

57 

547 

7 

172 

3 5 

7 4 

5 0 

2 4 

0 U 


5 I 

1 10 

0 06 

0 22 

53 
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8 
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3 4 

6 9 

3 1 

3 8 

0 12 

0 06 

3 4 

5 89 

0 18 

0 11 

36 

SIS 

9 

153 

3 3 

6 0 

2 9 

3 1 

0 24 

0 11 

2 6 

4 73 

0 12 

0 12 

20 

345 

10 

ISO 

3 2 

6 4 

3 3 

3 1 

0 2r 

0 13 

2 7 

3 84 

0 10 

0 12 

SO 

430 

n 

118 

2 7 

n 9 

6 3 

5 G 

0 19 

0 09 

2 7 

2 61 

0 07 

0 29 

68 

650 

12 

105 

2 5 

m 

4 8 

2 7 

0 12 


23 

2 21 

0 05 

0 16 

|Ew 

439 

Average 

171 

3 5 

7 5 

, 

4 0 

3 5 

0 16 

0 OS 

3 2 

3 26 

0 12 

0 16 

41 

488 


Insulin treated 


1 
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4 4 

7 0 

0 9 

0 I 

0 47 

0 26 

3 9 

raS! 

liilw! 

0 14 

9 

436 

2 


m 

C 1 
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S 4 



3 9 
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0 34 
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9 
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3 
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4 1 
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0 0 
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H 


3 1 
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5 
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4 
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1 8 
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ip 
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IS 
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5 
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7 6 

1 2 
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0 42 
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13 
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6 
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0 39 

0 20 
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Til 
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e 
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0 IS 

19 
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8 
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S 7 
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EP 
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14 
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10 
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5 6 

Itlw 


4 9 


0 59 
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ai 
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n 
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3 2 
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025 

4 8 
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22 


12 
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2 8 


3 3 

6 7 

0 69 


4 4 
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0 58 

0 17 

23 


Average 

185 

3 7 

7 6 

1 7 

5 9 

0 60 

0 30 

4 6 

9 78 

0 47 

0 12 

15 
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* When sacrificed 

t Carbohjdrate ingested is calculated in terms of glucose from total sucrose and 
carbohydrate from vitab or 92 55 nor cent of the total diet 100 per cent conversion 
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DISCUSSION 

Although there is a marked increase in the storage of sugar as glycogen 
under the influence of insulin, less than a quarter of the extra sugar which 
is retained is stored in this manner. The fate of the remainder is uncer- 
tain. One possibility is that it may have been oxidized, but it would be 
almost inconceivable that the quantity concerned (1.8 gm. per sq. dm. of 
body surface) could be thus accounted for, as tliis would necessitate an 
increase of 48 per cent (corrected for the reduction in protein catabolism) 
in the total metabolic rate. Diabetic rats such as were used in this study 
have no basal insulin requirement and maintain their weight on the high 
carbohydrate diet. Without insulin they do not add to their fat deposits 
nor do they deplete them. Insulin causes them to eat somewhat less and 
makes them retain more sugar and gain weight, findings which would not 
point toward a significant increase in glucose oxidation. Furthermore, 
insulin has not been found (5) to increase the metabolic rate of normal rats. 
To examine this point under our conditions oxygen consumption measure- 
ments Avere made over a period of hours upon three of the diabetic rats Avith 
and Avithout insulin. The average for the controls Avas 1.3 cc. and for the 
insulin-treated animals 1.2 cc. of oxygen per sq. dm. of body surface per 
minute. 

Another possible disposition of glucose under the influence of insulin is 
that it may enter into protein S 3 'nthesis (12, 13). In the present experi- 
ments nitrogen retention by the organism Avas promoted by insulin. Hoaa'- 
ever, if all of the carbon in protein formed by the extra nitrogen retained 
OAAung to insulin came from the glucose, it Avould account for only 8 per cent 
of the stored sugar. 

Macleod (1) suggested that insulin might cause glucose to be stored in 
the form of some substance related to hexose phosphate Avhich is not pre- 
cipitated as glycogen but Avhich at the same time has lost its reducing prop- 
erties. Recent discoveries concerning the mechanism of glycogenesis and 
gljmolj'sis (14) enhance this possibility and it is desirable that quantitative 
studies of the extent of glucose storage as glucose-l-phosphate, etc., be 
made. It should bo pointed out that the conversion of ail of the stored 
glucose, Avhich cannot be accounted for in this study, to glucose-l-phosphate 
Avould require a veiy large amount of phosphoric acid. 

The storage of carbohydrate as glucose and glycogen is very limited 
and any appreciable amount of carbohydrate AA'hich cannot be promptly 
catabolized under normal conditions is stored as fat (15). It Avould seem 
most likely that the storage of glucose due to insulin is largely in the form 
of fat. hlacleod (16) first suggested that fat-like substances might be 
produced by the action of insulin on glucose. DeNaj-er (17), AA'orking in 
Bouckaert’s laboratoiy, found that AA-hen just the amount of glucose needed 
to keep the blood sugar IcatI normal Av^as given to insulin-treated rabbits 
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there was no increase in muscle gis'cogen, although large amounts of glu- 
cose were disposed of in the bod^-. Bouckaert- suggested that the latter 
was transformed into fat and that one of the actions of insulin is to increase 
the conversion of glucose to fat. The ■view (4) that fat is the great energj- 
resen-oir of the body and one of the most important functions of insulin is 
to facilitate the formation of fat from carbohj-drate and thus to store the 
latter in its most efficient form is rapidly gaining support. The most 
likely possibility is that the sugar was stored by the action of insulin in 
our e.vperiments largeh’ in the form of fat. This question should be pur- 
sued further. 


SOMALART 

Insulin administration causes diabetic rats to store large quantities of 
sugar. There are large increases in the gl 3 ’cogen content of the liver and 
muscles but onlj' 15 and 9 per cent respectivelj' of the stored sugar is ac- 
counted for bj^ the extra gij’cogen in these tissues. 

There is no evidence that an}' appreciable part of the sugar which is not 
laid down as glj-cogen is oxidized. Onlj' a negligible amount could be 
accounted for b}' possible protein s^-nthesis. Transient storage as carbo- 
hydrate metabolites must be considered. Most ingested carboh 3 'drate is 
normally stored as fat and it is considered the most likel}’ possibilit}' that 
this is the fate of the bulk of the sugar stored under the influence of insulin. 
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XIX. THE TRANSFOnarATIOX OF rfFLYSERGIC ACID AND rf-LYSERGIC 
ACID TO 6.8-DIMETiri'LERGOLINES 

Bv R. GORDON GOULD, Jr., LYAUN C. CRAIG, and WALTER A. JACOBS 
(F rom Me Laboratories of The Rockefeller Institute for Medical Research, New York) 

(Received for publication, July 24, 1B42) 

In a former paper (1), the production of a base from d-lj’sergic acid and 
its comparison with sjoithetic 0,8-dimethylergoline have been described. 
Altlioiigh agreement in general properties was observed, a 15-20° lower 
melting point was obtained with the base prepared from d-lj'sergic acid. 
The yield in the final step of the series of reactions beginning with a-dihy- 
drolysergic acid was veiy low and the question of homogeneity remained 
uncertain. It was, therefore, important to continue the study and to 
attempt the transformation in a manner which would increase the yield of 
final product. This has since been accomplished, but complications of a 
stereochemical character have naturally been encountered. 6 ,8-Dimethjd- 
ergoline (VI) possesses three centers of asymmetn% and the synthetic sub- 
stance which we have described, if homogeneous, could consist of any one of 
four possible racemic pairs. Othenrise, it would be a mixture of at least 
two or more of such possible racemic pairs. On the other hand, the sub- 
stance obtained from optically active a-dihydrolysergic acid (II) could be 
also of opticall}' active character and could, therefore, have different 
physical properties. This has been found to be the case. Therefore, it was 
advisable to turn to racemic or dZ-lysergic acid as the starting point for the 
same transformations. This procedure has proved successful. 

tf(-Lysergic acid was prepared according to the method of Stoll and 
Hofmann (2) by cleavage of ergotinine rrith hydrazine, followed by hy- 
drolysis of the resulting h 3 "drazide (of dZ-isolj'-sergic acid) bj' alkali. The 
resulting racemic lysergic acid was reduced with sodium and butjd alcohol’ 
to a dl-dihydrolysergic acid as in the case of d-lj’sergic acid (3). 

On sublimation under reduced pressure, this substance was converted 
into the tinsalitralcd dl-lactam, CisHieONz, which on hj-drogenation gave in 
turn thesa(ur«tcdrfWac(am,Ci5HisONi,(4) (III). On recrj'-stallization of the 
latter, there was evidence that at least partial separation into racemic modi- 
fications had occurred, The last step of hj'drogenation reestablishes asj’m- 
metry atcarbon atom S. One of these fractions had a melting point as high as 
332-330°, and material was obtained from the mother liquors which melted 

' The amyl .alcohol as given in this older work (3) has since been replaced by normal 
butyl alcohol. 
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at 310-315°. No depression in melting point was apparent on mixing the 
two fractions, and the question of the homogeneity of me lower melting 
substance was not further investigated. Because of the scarcity of material 
these fractions were recombined for the final step of redaction with sodium 
and butyl alcohol. It was at this point that our recent experience with 
optically active a-dihydrolysergic acid, as described below, became the 
guide for a better understanding of the course of this reaction. 



I n HI 


H CH, H OH CH, 

\i ^ 1/ I ’ 



IV V 



6,8-Dimethylergoline, C 1 CH 20 N 2 , (VI) had been found to be a very 
uncertain and minor product of the reaction. It now appears that the 
corresponding hydroxy derivative, viz. 6 ,8-dimethyl-7-hydroxyergoline, 
C 16 H 20 ON 2 , (IV) must bo the main reduction product of the reaction and on 
sublimation for purification loses water to produce the unsaturated dehydro- 
dl-6 fS-dimcthylergolinc, CigHisN 2 , represented in Formula V. There is the 
possibility that this unsaturated substance could be formed at least in part 
under the conditions of the reaction with sodium and butyl alcohol before 
sublimation. Its further partial reduction at the double bond could then 
have produced the small yield of dimethylergoline already reported as a 
direct product from the hydrogenated lactam prepared from a-dihydro- 
lysergic acid. 

The exact position of the double bond of dehydro-dZ-6 ,8-dimethylergolinc 
could be any one of the positions between carbon atoms 7,8, 8,9, or possi- 
bly 9 , 10. This is a point which remains to be established by later work. 
When this unsaturated substance was hydrogenated, a product was ob- 
tained in good yield which gave the correct analytical results for a di- 
methylergoline. The color reactions of the latter were indistinguishable 
from those sho^vn by synthetic 6,8-dimethylergoline. The melting points 
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(micro) also proved to be indistingmshable (227-229°), and no depression 
was shown bj* the mixture of the two substances. The ciystalline form of 
the substances obtained from both sources showed a close resemblance, as 
will be noted in Fig. 1. These results, therefore, confirm the structure of 
lysergic acid shown in Formula I, which was derived from the study of its 
degradation (5). 

When the optically active a-dihydrolysergic acid was employed for the 
above series of reactions, the melting point of the substance finally obtained 
for comparison uith synthetic dimethylergolinc was found to be higher 

Natural Synthetic 



Fig. I. Comparison of the dimethylergolines 


than that originally reported (1). As pretiously recorded, a-dihydro- 
lysergic acid was pjTolyzed to the imsaturated lactam, which was in turn 
hj'drogenated to the saturated lactam. The latter on recrystalJization has 
now been separated into a higher melting (3-32-3.3C°) sub^ance, and a more 
soluble, apparently isomeric and lower melting material (300-30S°) of 
doubtful homogeneity. The higher melting substance was reduced with 
sodium in butyl alcohol. -Although the product isolated from the reaction 
mi.xture could be directly crystallized from benzene, it proved to be un- 
stable. It was, therefore, sublimed under low pressure. The sublimate 
yielded a well characterized crystalline substance which melted at 155-157°. 
-Analysis showed this substance to be apparently one of the possible 
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stereoisomers of the unsaturated dehj'dro-G,8-dimethylergolinc, C’lJIisX:. 
This in turn on hydrogenation gave an opticallj'- active dimetliylcrgoline, 
CicHsoNo, which melted at 246-248°. The lower melting (m.p. 205-212'^) 
base previously reported, and shown to be optical].y ac/ive as fho hyciio- 
chloride, was thercfoi'e apparently still a mi.xture of stereoisomers. 

When the lower melting (300-308°) and apparently isomeric saturatotl 
lactam mentioned above was reduced with sodium and butyl alcohol, a 
somewhat different behavior was noted from that shown bj" the higher 
melting (336°) saturated lactam. A mixture of products was obtained 
after sublimation, analysis of which suggested a mixture of a dimethyl- 
ergoline and dehydrodimethjdergoline. From this, on reciystallization, a 
dimethylergoline could be isolated but in an amount too small for extended 
recrystallization. It appears that this could have been the source of the 
dimethjdergoline originally reported (1). Stereochemical relationships on 
carbon atoms 7 and 8 could perhaps account for the differences in behavior 
which were noted with the saturated lactams during reduction and subli- 
mation. 

In this connection, the occasion is taken to record an isomeric iinsaturatcd 
lactam, CkHkONi, which has been prepared from y-dihydrolysergic acid (6). 

EXPERIMENTAL 

dl-Lysergic Acid — Ergotinine was convei'ted into df-isob'sergic hydrazide 
and the latter was hydrolyzed to dWysergic acid, as described b.^‘ Stoll and 
Hofmann (2). From 20 gm. of ergotinine, 3.5 gm. of the colorless hydra- 
zide were obtained, which melted at 240-241° with decomposition. The 
melting point depended to a considerable e.xtent on the rate of heating. 
Stoll and Hofmann reported 240°. 

CibHuOXi. Calculated, C 68.04, H 6.43; found, C 68.04, H 6.39 

3.2 gm. of the hydrazide were i-efluxed with 15 cc. of alcohol and 15 cc. of 
25 per cent KOH for 1 hour, .\fter being cooled to 0°, the .‘jolution was 
brought almost to the neutral point with HCl and then acidified Avith 
excess acetic acid. The suspension of finel.v divided precipitate was care- 
fully brought to a boil and then cooled and the precipitate was collected 
with water. The yield of iiracticallj' pure, colorless f/W.^^sorgic acid was 
2.67 gm., or 88 per cent. The macro melting jjoint was 251° with decom- 
position. Stoll and Hofmann reported 240-250° with decomposition. 
The material showed no optical activity. 

CisHibOjXs. Calcul.aled, C 71.60, H 6.02; found, C 71.49, II 6.02 

dl-Dihydrohjscrgic Acid — The reduction of dM 3 ’scrgic acid was cai-ricd 
out essentiallj' as previously described for Ij-sergic acid itself (3), Imt with 
butj’l alcohol as solvent. However, a simpler proccdui-e was used for 
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isolatbg the reduction product. The aqueous alkaline solution, after 
removal of the butyl alcohol, was cooled to 0° and carefully made acid to 
Congo red with HCl, and then brought back to the alkaline side wth 
ammonia. The solution was boiled for a few minutes and allowed to stand 
in the cold. The precipitate was collected with water and washed thor- 
oughly with alcohol. From 2.C7 gm. of dZ-lysergic acid, 1.G7 gm. of dl- 
dihydrolj'sergic acid were obtained. The substance was further purified 
by treating an ammoniacal solution with norit followed by concentration 
to the point of ciystallization. It formed diamond-shaped platelets from 
water which decomposed without melting at 290-300°. 

C„H,sO.Xs. Calculated, C 71.06, H 6.72; found, C 71.12, H 6.80 

Unsatiirated Lactam, from dl-Dihydrolyscrgic Add — Sublimation of 
df-dihydrolj’sergic acid at 350° under a pressure of 25 mm. was carried out 
as preriously described for d-lysergic acid (4). Four mns with a total of 
2.23 gm. jielded 0.69 gm. of unsaturated lactam. The crude product was 
decolorized with norit in methyl alcohol. It formed needles which melted 
at 313-316°. 


CuHiiOXj. Calculated, C 76.15, H 6.41; found, C 75.83, H 6.79 

Saturated Lactam from dl-Dihydrolysergic Add — 160 mg. of the un- 
saturated lactam were hydrogenated with 50 mg. of platinum oxide catalyst 
in 13 cc. of glacial acetic acid. In 35 minutes the theoretical volume of 
hj'drogen for 1 mole had been absorbed and the hydrogenation was inter- 
rupted. After removal of the catalyst, the solution was concentrated until 
crystallization began. The filtrate was evaporated to dnmess and a second 
crop of crj'stals was obtained from methyl alcohol. In this waj' about 140 
mg. of flat needles or tightly packed leaflets were obtained which gave the 
proper analytical figures. 

CitHiiOXj. Calculated, C 75.54, H 7.14; found, C 75.54, H 7.12 

Fractional crj'stallization gave some material with a melting point 
as high as 332-336° (found, C 75.50, H 7.25) and some as low as 310-315°. 
A mixed melting point of the two fractions showed no depression, and it is 
likely that they are different racemic modifications. For the ne.xt step 
these fractions were, however, recombined. 

Dckydro-dl-6 ,S-dimethylergoline — 140 mg. of the saturated lactam were 
reduced with sodium and butyl alcohol as described below- for the optically 
active substance. It was possible to obtain crj-stalline material directly 
from the reaction product before sublimation, but the melting point was 
not sharp (175-185°), and attempted recrx-stallization did not help much. 
Accordingly, the entire reaction product was sublimed under 0.2 mm. 
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pressure. A total of 93 mg. of sublimate was collected rip to a bath tem- 
perature of 200°. Upon reerystallization from methyl, alcohol, 40 mg. of 
well formed, stout needles were obtained which meltcd/at 182-186°. 

CisHisNj. Calculated, C 80.64, H 7.62; found, C ^0.10, H 7.38 

The analysis approached that required for the unsaturated 6, 8-dimethyl- 
ergoline. The 'carbon figures were somewhat low. However, the crystal- 
line material was directly reduced to the succeeding saturated base without 
further attempts at purification, 

dl-6 ,8-Dimeihylergoline — The above base was hydrogenated with 20 
mg. of platinum oxide catalj'st in 2 cc. of glacial acetic acid. Absorption 
proceeded very rapidly and in 5 minutes was already well past the 1 mole 
stage. It was interrupted and the catalyst was filtered off. The filtrate 
was evaporated to dryness and the residue treated with a little water fol- 
lowed by sodium hydroxide. The precipitated base was extracted with 
ether. After drying over potassium carbonate, the solution was con- 
centrated until crystallization began, and then chilled. 15 mg. of the 
product were collected with ether and melted at 220-224°. 

Recrystallization of this material from methyl alcohol gave 13 mg. of 
large, diamond-shaped or boat-shaped plates which melted at 227-229 . 
Further reery'^stallization from the same solvent did not appreciably change 
the melting point. 

CicHjoNj. aalculntod, C 79.94, H 8.39; found, C 80.04, IT 8.31 

When the melting point was taken very slowly, two types of crystals 
could be detected under the microscope near the melting point and thc.se 
appeared to have a different melting point. When the melted material was 
allowed to cool, the first crystals to be seen appeared to be a mass of ncedle.s 
or rods which began to melt again at about 220°. Broad plates then ap- 
peared in the melt and these plates did not entirely disappear until a 
temperature of 231° was reached. The synthetic material (1) was found 
to behave in similar fashion. A mixed melting point with the synthetic 
material did not show a depression, and the crystalline form gave every 
indication of identity. The characteristic Keller color test was indis- 
tinguishable for the two substances. 

Dchydro-6 ,S-dimethylcrgoline Derived from a-Dihydrolysergic Acid — 860 
mg. of a-dihydrolysergic acid were py'rolyzed in two separate runs to the 
unsaturated lactam as previously reported (4). This yielded 200 mg. of 
material ^vith the highest melting point, and somewhat more material with 
a lower melting point. The latter w’as set aside. The former was hydro- 
genated to the saturated lactam (4), c.\cept that in this case ethyl alcohol 
was used as the solvent instead of acetic acid. The absorption of hydrogen 
was considerably slower than in acetic acid and it was necessary to warm 
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tlio hj-drogeiiation fl:isk to coniijk'lc flic reaction. C’iy.«talliue jiiateiial 
separated out at room temperature. Even then hydrogenation appeared 
to stop completely at a point just short of the absoiption of a full mole of 
hydrogen. The eatalj’st was filtered off from the warm solution and the 
material in the filtrate was subjected to fractional crj'stallization. This 
resulted in a total jdeld of 71 mg. of saturated lactam as diamond-shaped 
leaves which melted at temperatures varydng from 332-336°. 

CnHisOXj. Calculated, C 75.54, H 7.14; found, C 75.57, H 7,00 

From the mother liquors, 70 mg. of additional material which did not 
melt sharply at 300-308° were obtained. This material was sfightly more 
soluble in the various solvents than the first reaction product. It gave, 
however, excellent analjdical results, which indicated stereoisomeric 
material. Found C 75.45, H 7.22. 

The high melting fraction was dissolved in 20 cc. of diy- butyl alcohol and 
heated to boiling. 1 gm. of sodium was added, and the molten sodium was 
well dispersed by \’igorous shaking. After di.sappearance of all sodium, 
water was added and the butyl alcohol was removed under reduced pres- 
sure. The insoluble base which remained was extracted with ether and 
the ether solution was dried over K5CO3. Crj'stalline material, which 
melted at approximately 140°, could be obtained at this point but the 
solution became progressively colored, and the crj'stals were not sharpb’ 
defined. Accordingly, the above ether solution was evaporated to dr3’ness 
in a sublimation apparatus, and the residue was sublimed. A first fraction 
of 35 mg. was collected rapidli’' at 160-170° under 0.2 mm. pressure. A 
■second fraction of 15 mg. sublimed up to 220°. The first fraction had an 
indefinite melting point of approximately 150°, and on analysis was found 
to be somewhat low in carbon for the unsaturated deh3"dro-0,8-dimethyl- 
ergoline. 


CjeHiiX-. Calculated, C 80.64, H 7.62; found, C 80.06, H 7.75 

This fraction ciystallized nicely from benzene and yielded 17 mg. of 
well formed, heavy, elongated crystals which melted at 155-157°, and now 
gave satisfactor}' analj'tical figures for the dehj"dro-6,8-dimethj’lergoline. 
Found, C 80.57, H 7.43. 

6 ,8-Dimelhylcrgoline from a-DihydroJyscrgic Add — ^The above ciy’stalline 
material was recombined with its mother liquor and with the second 
fraction which sublimed up to 220°. This gave a total of 40 mg. of solid 
crude material. The mixture was h5'drogenated in 2 cc. of glacial acetic 
acid with 20 mg. of platinum o.xide catalyst. In 12 minutes, the theoretical 
volume of hydrogen for 1 mole had been absorbed and the hj-drogenation 
was interrupted. The filtrate, after evaporation, gave a residue which 
was dissolved in a little water. The base was precipitated with alkali 
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and extracted with ether. On concentration of the dried extract to a small 
volume, 7 mg. of crystalline base separated which melted at 228-236° with 
a change in crystalline form apparent at about 170°. The mother liquor 
on concentration gave a residue which yielded from acetone 4.5 mg. of 
additional crystalline material which melted at the same point as did the 
first fraction. It was therefore combined with the latter for recrystalliza- 
tion from acetone. 6 mg. of well formed heavy polyhedrons ivith square 
ends were obtained. A few rods were also present. The material ap- 
peared to change its crystalline form at approximately 170° to needles 
which melted at 246-248°. 

[a]” = —49° (c = 0.286 in chloroform) 

CiAoNs. Calculated, C 79.94, H 8.39; found, C 79.87, H 8.26 

Reduction of Isomeric Saturated Lactam from ct-Dihydrolyscrgic Acid— 
When the lower melting dihydro lactam (70 mg., m.p. 300-308°) was 
treated exactly as in the case of the higher melting material, it behaved 
somewhat differently. Ciystalline material could not be obtained before 
sublimation. 25 mg. sublimed up to a temperature of 200° under 0.2 mm. 
pressure, and 13 mg. more up to a temperature of 250°. The sublimate 
was dissolved in benzene, treated with a little bone-black to remove color, 
and the filtrate was concentrated to a small volume. 9 mg. of crj'stallinc 
mateiial were collected which melted, but not sharply, at 200-204°. It 
showed the characteristic change of crystalline foi-m before melting already 
noted w'ith the above 6,8-dimethylergoline. IVlien recrystallized from 
acetone, it yielded 2.5 mg. of the same type of crystals. However, the 
melting point was lower, 234-238°. 

CitH-oNi. Calculated, C 79.94, H 8.39; found, C 80.02, H 8.27 

Unsaiuralcd Lactam from y-Dihydrolysergic Acid — y-Dihydrolysergic 
acid, prepared from ergotinine (6), was pyrolyzed by sublimation at 25 
mm. and 350°, as previously described. The product, after recrystalliza- 
tion from a small volume of methyl alcohol formed long needles which 
melted at 239-240°. 

[a]” = —197° (c = 0.617 in pyridine) 

CieHisONs. Calculated, C 76.15, H 6.40; found, C 75.70, H 6.53 
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SYNTHESIS OF A 3 ,4-DIAMINOTETRAirYDROTHIOPHENE AND 

A COMPARISON OF ITS STABILITY- mTH THE DIAMINO- 
CARBOXYHIC ACID DERRHID FROM BIOTIN* 

Br GLEN V,\ KILMER, ftURVIN D. ARMSTRONG, GEORGE 
BOSWORTH BROWN, and VINCENT dd VIGNEAUD 

(From the Department of Biochemistrj/, Cornell University Medical College, 

New York City) 

(Received for publication, August 8, 1942) 

Early in the work on the structure of biotin in this laboratory it became 
evident that one of the most likely possibilities (1) for the basic ring sj’stem 
of this vitamin was the cyclic urea derived from a 3 ,4-diaminotetrahydro- 
thiophene. In the course of the degradation work it had been reported 
that the urea ring could be cleaved with the formation of a diamino com- 
pound (2, 3). It therefore became of interest to studj’ the stabilitj' and 
certain other properties of 3 , 4-diaminotetrahydrothiophene. As the work 
developed, we became particularly interested in the comparison of the ab- 
sorption spectrum of the dibenzoquinoxaline derivative of the model with 
that of the corresponding biotin derivative. This latter aspect ndll be dealt 
with in a subsequent presentation. 

The first approach to the simthesis of 3,4-diaminotetrabydrothiophene 
was through the corresponding dihalo compounds which were prepared as 
shown in the accompanjdng equations (Formulas I and II). The structure 


OH OH 

OH OH 

1 1 


(Br) (Br) 
a Cl 

1 1 

1 1 

CH— CH 

I 1 

CH— CH 

' 1 i 

Ha 

(HBr) 

1 1 
CH— CH 

1 1 

CH, CH, 

CH, CH, 

} • 
CH, CH, 

! ! 

\/ 

\/ 

Br Br 

S 


S 

(Q) (C!) 

(1) 


(11) 


expressed by Formula II was indicated by the formation of a tj-pical thio- 
phene color reaction uith isatin and sulfuric acid when the material was 
heated with alcoholic KOH, . and in the case of the dibromo compound b 3 ’’ 
oxidation to the sulfone, which was found to be identical uith an authentic 
sample prepared by addition of bromine to 2,5-dihj’drothiophene sulfone 

* The authors wish to express their appreciation to the S. M. A. Corporation and 
to Merck and Company, Inc., for supplies of biotin. 
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(4,5). However, all efforts to replace the halogen atoms of Compound II by 
the use of ammonia, jjotassium phthalimide, and various other reagents 
were unsuccessful. Similar attempts to replace the bromine atoms of the 
sulfone were also unsucccsshd. 

The desired diamine was obtained bv the accompanying reactions (Form- 
ulas III to VI). 


(C jlhOOO) .,011— Cl I (ClOOCWd i 
-f 

cicH:Scn-ci 


CJbOOC COOCdls 

I I 

C-HiOOC— C C— COOCjH, 

I I 

CH, OH, 

\/ 

s 

(III) 


1101 -IIjN NHo.llOl H-NllNOO OONHNll, 


CH— CH 

1 1 


CH—CH 

1 1 

1 1 

CH, CH, 


1 1 
CH, CH. 

\/ 


\/ 

S 


S 

(VI) 


(V) 


O.HiOOC 0000,11, 

1 I 

OH -OH 


OH, OH, 

\/ 

S 

(IV) 


Ethyl 3 ,3 ,4,4-tetrahydrothiophenetctracarboxyIatc (III) was prepared 
according to the method of Mann and Pope (6). The tctracster was sapon- 
ified, decarboxylated, and reesterified to the diestcr (IV), which was con- 
verted to the crystalline dihydrazidc (V). This comjround was rearranged 
by the Curtius method and the diurethanc hydrolyzed to the diamine salt 
(VI). This material was characterized through its crystalline dipicratc, 
dibenzoyl, diacetyl, and dibenzoquinoxaline derivatives; tire latter deriva- 
tive demonstrates that the compound is a 1 ,2-diamine. On being heated 
with phosphoric acid the amine salt evolved vapors which gave a typical 
thiophene color with isatin and .sulfuric acid. 

Whereas biotin can be re.synthesizcd in almost quantitative yield (7) 
from the diamino compound by treatment with phosgene and NaOH, the 
diamine (VI) when treated similarly did not yield the corre.sponding cyclic 
urea derivative. The action of dicthjd carbonate (8) on the free diamine also 
failed to yield a carbonyl derivative. Whether or not failure to form this 
cyclic derivative is due to the stcric arrangement of the amino groups is 
under investigation. 
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Since the sulfur of biotin is relatively stable to the action of hydriodic acid 
(9), a qualitative comparison of the stability of the ample tetrahj-drothio- 
phene compound uith that of the diaminocarboxyh'c acid from biotin was 
made. The hydrogen sulfide and ammonia produced by the action of h 3 '- 
driodic acid or of alkali at various temperatures were used as criteria. 
■RTien heated for 2 hours at 210° with fuming hj'driodic acid, both the 
3,4-diaminotetrahj-drothiophene and biotin were unchanged. However, 
under the still more vigorous conditions of treatment for 5 hours at 250° 
uith the fuming hydriodic acid the 3 ,4-diaminotetrahv'drothiophene gave 
up 5 to 10 per cent of its sulfur as hj-drogen sulfide and 10 to 13 per cent 
of its nitrogen as volatile base. Under these latter conditions the diamino- 
carbo.vj'lic acid derived from biotin liberated 50 per cent of its sulfur and 
80 to 90 per cent of its nitrogen. 

Of considerable interest is the fact that the dihj'dro.vj' compound (I) 
jielded large quantities of hj'drogen sulfide with hj'driodic acid at 210°. 
It may be recalled that Kogl and de Man (9) had obsen-ed liberation of 
hj'drogen sulfide upon similar treatment of an oil which thej' believed to be 
the diol corresponding to the diaminocarbo.xj’lic acid from biotin. 

Qualitatively no inorganic sulfide formation has been obseiA'ed in the 
treatment of biotin with alkaline reagents (2, 3). Treatment of 3 ,4-di- 
aminotetrahydrothiophene or its diacetj'l derivative in the same manner 
also failed to produce sulfide, and the ammonia formation was rela- 
tively low. 

Thus the stabilitj' of the 3 ,4-diaminotetrahydrotbiophene is not in- 
compatible nith the presence of this moietj' in the diaminocarbo.vylic acid 
derivable from biotin. The greater instabilitj' of the diaminocarboxj'lic 
acid under the verj' drastic hj'driodic acid treatment maj- be due to the in- 
fluence of the side chain, but the possible influence of steric configuration 
must be borne in mind. 


EXPERIAfENTAL 

3 ,4-Dichlorolelrahydrothiophene — 9.3 gm. of d/-l ,4-dibromo-2,3-dihJ■- 
droxJ'butane (10) were dissolved in 50 cc. of water at 60-70° and IS gm. of 
Na^S-gHjO in 5 cc. of water were added in portions with stirring, the reac- 
tion mixture being kept at 50-60°. The mixture was then heated for 2 
hours on a steam hath. After acidification to Congo red vith 20 per cent 
HCl, the soK'ent was removed in vacuo and the almost drj' residue was e.x- 
tracted six times nith absolute ethanol. Evaporation of the alcohol in 
vacuo left a viscous pink oil and an inorganic salt; a large portion of the 
latter was removed bj' solution in a small volume of absolute ethanol, fil- 
tration, and reevaporation. The oilj' rc.siduc was taken up in 17.5 cc, of 
concentrated HCl and was heated in a sealed tube for 5 hours at 150°. 
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steam distillation of the black, tarry product yielded 1.9 gm., representing 
32 per cent of the theoretical yield, of a white solid, melting at 57-59°.' 
"NATien purified by recrj'stallization from petroleum ether, the material was 
obtained as clusters of white needles, melting at 60-61°. When a small 
sample was boiled mth 50 per cent KOH in alcohol and the vapors led 
through isatin-H 2 S 04 , a green coloration similar to that from thiophene was 
observed. 


CiHcClr, (157.1). Calculated, S 20.41; found, S 20.09 

3 .4- Dtbromotetrahydrothiophcnc — 10 gm. of dZ-l,4-dibromo-2,3-dihy' 
droxybutane (10) were treated with NajS as in the preparation of 3,4- 
dichlorotetrahydrothiophene. The residue from the alcohol extractions 
was dissolved in 20 cc. of aqueous HBr (saturated at 0°) and the solution 
was heated on a steam bath under a reflux condenser for 5 hours. The 
badly darkened material was then distilled vath steam. The oil in the 
distillate was separated by chlorofonn extraction. The solution was dried 
and concentrated and the residual oil was distilled at 3 mm.; 2.5 gm., 
representing 25 per cent of the theoretical yield, of an almost colorless oil 
were obtained at 83-89°. 

A small sample of the sulfide was oxidized to the sulfone. It was shaken 
for 30 minutes with saturated aqueous permanganate in the presence of 
acetic and sulfuric acids (11). After recrystallization the sulfone melted 
at 137-142°. A mixture with an authentic specimen (4, 5) of 3 ,4-dibromo- 
tetrahydrothiophene sulfone, which melted at 137-142°, showed no depres- 
sion of the melting point. 

1 .4- Dichloro-2 ,S-dihi/droxybulanc — 20 gm. of 1 ,4-dichloro-2-butene (12) 
were oxidized to the diol with dilute permanganate by the procedure used 
by Thiele (10) on 1 ,4-dibromo-2-butene. The yield was about 35 per 
cent of the theoretical amount. The product can be distilled at 113-118° 
at a pressure of 4 mm. and after several recrystallizations from benzene- 
hexane it melted at 62-63°. This compound is apparently a diasterco- 
isomer of the crythritol dichlorohydrin, melting at 126°, which was previ- 
ously reported (13, 14). 

CtHsOiCl- (159.0). Calculated, C 30.21, H 5.04; found, C 29.88, H 5.21 

3 .4- Dihydroxytetmhydrothwphene — 4.9 gm. of the 1 ,4-dichloro-2,3-dihy- 
droxybutane in 35 cc. of water were treated with Na 2 S in tire same manner 
as the corresponding bromo compound. The material which was extracted 
with absolute alcohol was relatively free from inorganic salts. An obvi- 
ously impure compound crystallized and was extracted from extraneous 
material with chloroform. After the chloroform was evaporated, the 

1 Molting points arc uncorrected. 
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residue ivas dried over P-Os and the solid sublimed in a molecular stiU in 
small batches, at 3 to 4 mm. and a bath temperature of 95°. In this -way 
1.9 gm. of material were obtained, representing 51 per cent of the theoretical 
yield. Several resublimations of a small sample yielded" clusters of fine 
prisms, which melted at 54-58°. 

C,H,OiS (120.2). Calculated, S 26.65; found, S 26.73 

Ethyl Tetrahydrothiophene-8 ,3 ,4 ,4-tetracarl)oxylate — According to a modi- 
fication of the method of Mann and Pope (6), 7.2 gm. of clean sodimn were 
dissolved in 700 cc. of absolute alcohol and 50 gm. of ethyl ethane-1 ,1,2,2- 
tetracarboxy'late were added. The solution was refluxed for 1 hour, cooled 
to 40-50°, and 21 gm. of bis(chloromethyl) sulfide were added; the mixture 
was then heated imder a reflux for 3 hours. After removal of the Is aCfi, the 
filtrate and washings were concentrated in vacuo. The residue was washed 
with water, dried, and was distilled. After a small fore run, which was 
discarded, 22 gm. of oil, boiling at 192-200° at a pressure of S mm., were 
obtained. This material deposited a small amo'unt of ethyl ethanetetra- 
carboxylate when the fraction was cooled. A further fraction boifing at 
200-208° at a pressure of 8 mm. weighed 16 gm. and deposited no solid. 
The English workers report a boiling point of 220-223° at a pressure of 15 
mm. but do not indicate the yield obtained. 

TetrahydrothiopheneS ,4-dicarboxylic Add Dihydrazide — 2.8 gm. of the 
tetraester were heated in a bath at 80° for about 30 hours with 37 cc. of 1 
N IfaGH. Titration of the excess alkali indicated that about 95 per cent 
of the theoretical quantity of alkali had been consumed. The alkaline 
solution was e.xtracted with ether, made quite strongly acid, and again 
extracted with ether. After evaporation of the ether the residue was 
heated for about 9 hours in a bath at 140-160° to eliminate CO.. The 
viscous residue was then esterified at room temperature with ethanol and 
HCl. After evaporation of the alcohol the oil was dissolved in ether, 
washed with water, dried, and evaporated. The residue was 2.8 gm. of a 
pleasant smelling oil. To it were added 1.8 gm. of hydrazine hydrate, 
and the mixture was heated for 3 hours in a boiling water bath. The 
cooled mixture of oil and solid was drained on a filter and was washed with 
alcohol. The residue was dissolved in water and was extracted with 
benzene. The aqueous solution was treated with decolorizing carbon and 
the filtrate concentrated to about 2 cc. 2 volumes of absolute alcohol 
were added and the product which precipitated as fine needles was col- 
lected and was recrystallized from water-alcohol. It weighed 265 mg., 
which represents 17 per cent of theoretical yield from the tetraester. The 
compoimd melted at 226-227'^, softening at a somewhat lower temperature. 

CJli-OjX,S (2Cq.2). Calculated, S 15.70; found, S 15.55 
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The clihydrazidc was also obtained in 7 per cent yield by partial hydrolysis 
of the tetraester at room tempcrat\ire with 2 moles of 0.1 N NaOH. The 
crude dicstcr-diacid was dccarboxylated and the diester treated with 
hydrazine as above. 

3 ,4-Bis(carboethoxrjammo)tetrahydroth-iopJiene — 2.2 gm. of the dihydra- 
zide were dissolved in 29 cc. of 1 n HCl and the solution cooled in ice and 
covered with 60 cc. of ether (15). During about 10 minutes 1;5 gm. of 
NaNOo were added in portions with mechanical stirring. The ether was 
separated and the cold aqueous phase extracted four times vath 80 cc. 
portions of ether. After the ether was dried over Na 2 S 04 at 0°, it was 
filtered and the salt was washed with cold ether. The ether filtrate, which 
amounted to 900 cc., was diluted with 1 liter of ice-cold absolute alcohol. 
The solution was placed in a cold water bath and the ether distilled duiing 
about 5 hours by gentle heating. The alcohol was then evaporated in 
vacuo. The residue was dissolved in methanol, was decolorized with 
charcoal, and the filtrate was evaporated. The cmde diurethane weighed 
2.5 gm., which is 88 per cent of the theoretical yield from the dihydrazide. 
The melting point was 159-163“. When purified by several recrystalliza- 
tions from alcohol-water, it formed beautiful white blades, melting at 
176-178°. 

CioTIuOiNjS (262.3). Calculated, S 12.22; found, R 12.36 

3 ,//-Diaminotclrahydrolhiophcnc Dihydrochloride — 700 mg. of crude 
diurcthanc were heated for 3 hours with 12.5 cc. of concentrated HCl in 
a scaled tube at 100-105° (15). The dark solution was decolorized with 
carbon, and the filtrate was concentrated to 20 cc. in vacuo. The white 
solid that separated when the solution Avas cooled was collected and washed 
with alcohol and ether. This material gave no qualitative test for am- 
monium salts. It amounted to 288 mg., which is 58 per cent of the 
theoretical yield from the urethane. It was dissolved in a .small volume 
of water and Avas precipitated by the addition of 2 volumes of dioxanc. 
The compound begins to decompose at about 250° and gave the folloAving 
analy.sis. 

CdbiXjCIaS (191.1). Calculated, S 16.77; found, S 16.60 

A small sample of the dihydrochloride Avas heated Avith HaPO^ and the 
vapors led through isatin-TTSOi. A beautiful blue-green color, very 
similar to that produced Avhen thiophene is treated likcAvise, Avas produced. 

The diamine fomted a dipicrate A\-hich Avas vciy insoluble in Avater or 
alcohol. The compound begins to decompose at about 250°. 


C,eHicX»Oi(S (576.4). Calculated, S 5.56; found, S 5.18 
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Treatment with benzoyl chloride and XaOH gave a dibcnzo\ 1 deri\ at i^ o 
Mhich crystallized from acetic acid-v.atcr as fine white pru:m=, which 
melted at 295-300°, but softened somewhat lower. 

CuHisO;X,S (326 4) Calculated, S 9 82; found, S 9 4-i 

Treatment of the diamine with acetic anhydride and XaOH jdelded a water- 
soluble diacetyl derivative. It crystallized from methanol-ether as w hite 
needles, which sublimed on a micro melting point stage at 2G0-2G5°. 

C,H„O.X:S (202 3) Calculated, X 13 86, found, X 13 63 

The dibenzoquinoxaline derivative of this diamine is described in the 
following paper. 

The free diamine was obtained in crude form by extraction of a cooled 
solution of the dihydrochloride in 50 per cent XaOH with chloroform. 
Evaporation of the chloroform left impure crystals, which melted at 
about 40°. 

The authors wish to express their appreciation to Dr. Julian R. Radicle 
of this laboratory' for carrying out the microanalyses. 

SUMIIARI 

A 3,4-diaminotetrahydrothiophene has been sj'nthesized, and its 
stabilitj' toward hydriodic acid and toward alkali has been compared with 
that of the diaminocarboxylic acid derived from biotin. 

BIBLIOGR.APHV 

1. du Vigneaud, V , Hofmann, K , and Mehillc, D B , / Am Chem Soc , 64, ISS 
(1942). 

2 Hofmann, K , MeU'ille, D B , and du Vigneaud, V , J Biol Chem , 141, 207 

(1941) 

3 Kogl, F., and Pons, L , Z physiol Chem , 269, 61 (1941) 

4 Staudinger, H , and Ritzenthaler, B , Ber chem Ces , 68, 455 (1935) 

5. van Zujdeirijn, E de R , Rec Irae ehim Pays-Bas, 67, 445 (1938), Chem Absl , 
32, 6617 (1938). 

6 Mann, F G , and Pope, W J , y Chem Soc , 123, 1172 (1923) 

7. Melville, D. B , Hofmann, K , and du Vigneaud, V , Science, 94, 308 (1941) 

8 Fischer, E , and Koch, H , Ann Chem , 232, 227 (1886) 

9 Kogl, F., and de Man, T J , Z physiol. Chem , 269, 81 (1941). 

10. Thiele, J , Ann. Chem , 308, 341 (1899) 

11. Otto, R., Ber. chem Ges , 13, 1272 (1880) 

12 Muskat,! E , and Korthrup, H E,y .4m Chem •Soc , 62, 40)3 (1930) 

13 Prz} bytek, S., Ber. chem Ges , 17, 1092 (1881) 

14 Schalit, J , Tl’iss. 3[ilt nsterreich Heilmillelslclle, 42 (1929), 5 (1930), Chem 

Absl , 28, 4303 (1932) 

15 Curlius, T , J. praU Chem , 62, 221 (1895). 

Sff ElcOei’s ficiig K-icraFp 



THE CONDENSATION OF PHENANTHRENEQUINONE INITH 
THE DIAMINOC.ARBOXYLIC ACID DERITOD FROM BIOTIN* 

Bv KLAUS HOFALANN, GLEK W. KILMER, DOKALD B. -MELVILLE, 
A-ND VINCENT DU VIGNEAUD 

(From the Department of Biochemistry, Cornell University Medical College, New York 

City) 

A-VD HUGH H. DARBY 

{From the Department of Biochemistry, College of Physicians and Surgeons, Columbia 
University, New York) 

(Received for publication, July 23, 1912) 

In a recent communication we reported the preparation of a diamino- 
carboxj'lic acid from biotin (1) and later we reported the resynthesis of 
biotin from the diaminocarboxj'Iic acid by treatment of the latter with 
phosgene (2). This resimthesis confirmed the cj’clic urea structure which 
we had assigned to biotin but did not show whether a 5- or 6-membered 
urea ring was present. We therefore sought a ring closure for the diamino- 
carboxj’Iic acid which would distinguish between a 1, 2- and a 1, 3-diamine. 
This was accomplished by recourse to the formation of a derivative of the 
diaminocarbox 3 'lic acid nith phenanthrenequinone. While it is well 
knonn that man)' 1,2-diamines will condense r\ith phenanthrenequinone, 
there is no eridence that 1,3-diamines form a ring structure with this 
reagent. The diaminocarboxylic acid when treated uith phenanthrene- 
quinone jdelded a condensation product melting at 202-204° which crystal- 
lized in pale yellow needles. The analytical values for the compound 
agreed somewhat more closely with the composition C:jH;oO:N:S than 
with CjjH-sOjNjS. This together with the fact that a red color was ob- 
tained on treatment of the condensation product with sulfuric acid led to 
the suspicion that we had obtained the quino.valine rather than the di- 
hydroquinoxaline derivative. 

The formation of the derivative (C-iHsO-N^) with phenanthrenequi- 
none indicated strongly if it did not prove that the diaminocarboxj'lic acid 
is a 1, 2-diamine and that therefore biotin possesses a 5-membered urea ring. 
This is in contradiction to the suggestion of Kogl and Pons (3), based 
simply on the comparative stability of 5- and 6-membercd cyclic urea 
derivatives toward hydreljais, that biotin is a 6-membered cyclic urea 
derivative. 

* The authors wish to express their appreciation to the S. M. A. Corporation for a 
research grant which has aided greatly in this work. Thej' also wish to thank Mr. W. 
0. Frohring and the Research Staff of the S. M. -A. Corporation and Dr. R. Major 
and the Research Staff of Merck and Company, Inc., for supplies of biotin. 
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The demonstration of the presence of a 5-membered urea ring eliminates 
several structures which were previously considered possible in the light of 
evidence available at that time (4). As we had pointed out, the isolation 
of adipic acid from the oxidation of the diaminocarboxylic acid and the 
demonstration that one of the carboxyl groups of adipic acid is identical 
with the original carboxyl group of biotin were more readily explainable 
on the basis of a 5-substituted n-valeric acid side chain (4). The structures 
deducible from this interpretation of the data, when taken into considera- 
tion uith the other known data concerning biotin, led to the suggestion 
that one of the accompanying formulas (I or II) was the most likely for the 
structure of biotin. 
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However, as we pointed out, the formation of the adipic acid might 
possibly be explained on the basis of the decarboxylation of an intermediary 
a-substituted /3-keto or malonic acid formed during the oxidation procedure 
(4). If that were the case, a y-substituted n-butyric acid side chain was 
conceivable and three additional structures came into consideration, two 
of which contained 6-membered urea rings. The latter two structures are 
of course eliminated on the basis of the data of the present paper, leaving 
the structure expressed by Formula III still to be considered as a possi- 
bility, although in our estimation this involves a less likely interpretation 
of the oxidation data. 
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As indicated earlier, the bcha\nor of the phenanthrenequinone derivative 
of the diaminocarboxj’lic acid aroused the suspicion that we may have 
obtained the quinoxaline rather than the dihydroqumoxaiine derivative 
from the reaction of the phenanthrenequinone with the diaminocarbox>'lic 
acid; e.g., Formula I could form a dihj'droquinoxaline of the structure 
expressed by Foimula lY but would not be expected to jaeld the dehy- 
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drogenated derivative. On the other Ixand the two remaining formulas 
(II and III) can give the dehj'drogenated derivative, since both car- 
bon atoms bearing the amino groups cany hydrogen atoms. For ex- 
ample, Formula II can jdeld the compound expres.sed by Formula Y. In 
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order to settle definitely whether or not the derivative obtained from the 
diaminocarboxylic acid was the dihydroquinoxaline or the more fully 
aromatic quinoxaline, we have compared the absorption spectrum of this 
compound with those of the dibenzodihydroquinoxaline and dibenzo- 
quinoxaline derivatives of 3,4-diaminotetrahydrothiophene. 

It would be expected that a great difference in absorption spectra would 
be shown by the dihydroquinoxaline and quinoxaline forms. As shown in 
Fig. 1, this expectation is borne out. The absorption spectrum of the di- 



Fio. 1. Ultraviolet absorption spectra of condensation product of phenanthrene- 
quinone with (Curve I) the diaminocarboxylic acid from biotin; (Curve II) 3,4- 
diaminotetrahydrothiophene, oxidized form; (Curve III) 3,4-diaminotetrahydro- 
thiophene, reduced form. 

hydroquinoxaline derivative from the 3,4-diaminotetrahydrothiophene is 
distinctly different from that of the quinoxaline form of the same compound. 

With this demonstration of the striking differences in the absorption 
curves of the quinoxaline and dihydroquinoxaline derivatives from 3,4- 
diaminotetrahydrothiophene, it was hoped that the absorption curve of 
the condensation product of the diaminocarboxylic acid from biotin with 
phenanthrenequinone would show the characteristics of one or the other 
of these cur\’’es. As shown in Fig. 1, Curve I, the absorption curve of the 
derivative from biotin is almost identical in form with that of the oxidized, 
or quinoxaline, derivative from the 3, 4-diammototrahydrothiophene, and 
bears little resemblance to the curve of the dihydroquinoxaline derivative. 
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This is a vcrj' strong indication that the derivative formed from phenan- 
threnequinone and the diaminocarboxylic acid from biotin is a dibenzo- 
quinoxaline, and not a dibenzodihj-droquinoxaline, derivative. Thus 
strong eridence is afforded against Formula I, leanng Formulas II and III 
still under consideration. As stated earlier (4), “The most logical inter- 
pretation” of the adipic acid data “is that biotin contains the side chain, 
CH.CHjCHjCHjCOOH, attached to one of the ring carbons.” This 
interpretation of the adipic acid data along with other known facts led to 
the suggestion of Formulas I and II containing this side chain (4). Since 
one of these two structures has been eliminated by the data in the present 
paper, we regard the most likely structure of biotin to be that expressed 
by Formula II. 


EXFERIXrENT.AD 

Condensation of S ,4-Diaminoletrahtjdrothiophene with Phenanthreno' 
Quinone. Dibetizodihydroquinoxaline Derivative — 22.2 mg. of 3 ,4-diamino- 
tetrahydrothiophene (5) were dissolved in 1.5 cc. of methanol and to the 
solution were added 39 mg. of phenanthrenequinone in 9.5 cc. of ethanol 
(6). The solution was refluxed for 6.5 hours and was then concentrated 
in vactio to a small volume. From the cooled solution there were obtained 
29.7 mg. of reddish orange prisms, m.p. 171-174° when heated rapidly. 
Concentration of the mother liquors jielded an additional 12.S mg. The 
compound was recn-stallized from alcohol and from a chloroform-he.xane 
mixture and jnelded material with a melting point of 183-185°. Con- 
centrated sulfuric acid produced a green color with this compound. A 
solution of the compound in benzene exhibited a dull blue fluorescence. 

Calculated. C 74.45, H 4.86, N 9.65 
(290.4) Found. " 74.45, " 5.06, " 9.3S 

Dibenzoquinoxaline Derivative — A sample of the dibenzodihydroquinox- 
aline derivative was heated at 200° for 10 nainutes and then srtblimed at 
200° and 2 mm. The sublimate was dissolved in the minimum amount of 
boiling chloroform and the solution was cooled in an ice-salt bath. The 
material which separated was rccrj-stallized several times from chloroform 
and chlorofoim-he.xane" solution. The unchanged dihydro derivative, 
which remained in the mother liquors, was resublimed with further con- 
version to the oxidized form. The pure compound, m.p. 228-233°, 
crj'stallized in pale yellow prisms. A red color was produced with con- 
centrated sulfuric acid. A benzene solution of the compound gave a bril- 
liant blue fluorescence. 


Ci,H,,X;S {2SS.4). Calculated, C 74.97, H, 4.20; found, C 75.04, H 3.90 
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Condensation of Diaminocarboxylic Acid from Biotin xoith Phenan- 
threneqiiinone — 14 mg. of the diaminocarboxylic acid sulfate from biotin 
were converted to the free diaminocarboxylic acid ivith the calculated 
amount of Ba(OH )2 (1). The free diaminocarboxylic acid was dissolved 
in 7 cc. of ethanol, 10 mg. of phenanthrenequinone were added, and the 
solution was refluxed for 14 hours. The small amount of insoluble material 
that had settled out was removed by filtration and the filtrate was then 
concentrated in vacuo to a small volume. Needles separated from the 
solution after a short time. These were recrystallized tivice from an 
ethanol-water mixture, and yielded 8 mg. of pale yellow needles, m.p. 
202-204°. The compound gave a red color with concentrated sulfuric 
acid, and in benzene solution showed a strong blue fluorescence. 

C 23 H 20 O 0 N 5 S. Calculated. C 71.09, H 5.19, N 7.21 
(388.45) Found. “71.12, “5.41, “7.28 

Ultraviolet Absorption Speetra — ^The ultraviolet absorption spectra of the 
quinoxaline and dihydroquinoxaline derivatives of the 3 ,4-diamino tetra- 
hydrothiophene and the derivative obtained from the reaction of the 
diaminocarboxylic acid from biotin with phenanthrenequinone were 
deteimined by the use of a Hilger medium quartz spectrograph No. E-3, 
equipped tvith a Spekker photometer, and with a special hydrogen discharge 
tube (7) as the light source. The solvent in all cases was ethanol and the 
readings were taken at about 21°. The results are showm in Fig. 1 in w'hich 
the logarithms of the molecular extinction coefficients are plotted against 
the w'ave-length. 

Tlic authors wish to c.xprcss their appreciation to Dr. Julian R. llachelc 
of this laboratory for carrying out the microanalyscs. 

SUMMARY 

The diaminocarboxylic acid derived from biotin by hydrolysis of the 
urea linkage condenses -with phenanthrenequinone to produce a dibenzo- 
quinoxaline derivative, rather than a dibenzodihydroquinoxaline derivative. 
The structure of the condensation product was determined bj"- analyses, 
by color reaction with concentrated H5SO4, and by comparison of the 
ultraviolet absorption spectrum with those of the dibenzoquinoxaline and 
dibenzodihydroquinoxaline derivatives from 3 ,4-diaminototrahydro- 
thiophenc. 

These rc.sults mean in effect that the cyclic urea structure present in 
biotin is 5-mcmbci'cd, and that the aliphatic acid side chain present in 
biotin is not attached to either of the carbon atoms bearing the amino 
groups. 
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These results in conjunction with our previously published data elim- 
inate several heretofore possible structures for biotin, and leave only two 
possibilities to be considered, the more likely of Avhich we regard to be that 
expressed by Fonnula II, 


BIBLIOGRAPHY 

1. Hofmann, K., Melville, D. B , and du Vigneaud, V., J. Biol. Chem., 141, 207 (1941). 

2. Melville, D. B., Hofmann, K., and du Vigneaud, V., Science, 94, 30S (1941). 

3. Kogl, F., and Pons, L., Z. physiol. Chem., 269, 61 (1941), 

4. du Vigneaud, V., Hofmann, K., and Melville, D. B., J. Am. Chem. Soc., 64, 188 

(1942). 

5. Kilmer, G. W., Armstrong, M. D., Brown, G. B., and du Vigneaud, V., /. Biol. 

Chem., 146, 495 (1942). 

6. Einhorn, A., and Bull, B. S., Ann. Chem., 296, 209 (1897). 

7. Darby, H. H.. J. Am. Chem. Soc., 62, 1874 (1940). 




THE ORGANIC ACIDS OF THE LEASTS OF BRYOPHYLLUAI 
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New Haven) 

(Received for publication, August 4, 1942) 

It has been knotvn since the work of Mayer (1) in 1875 that the thick suc- 
culent leaves of many plants of the family Crassulaceae become enriched in 
titratable organic acids during the night and diminish in acid content when 
the leaves are illuminated. An analogous diurnal variation in acidity has 
been observed in a number of other succulents, and occasionallj- in species of 
different growth habit (2). This behavior of the organic acids L« usually re- 
ferred to as the crassulacean tj^pe of metabolism, and for many years ha-s 
attracted a great deal of attention. 

As a preliminary to a chemical study of the phenomenon, it was necessaiy- 
to examine the organic acids of a tj-pical species in some detail, particularly 
since modem methods for the isolation of organic acids have hitherto been 
applied in only one case (3) and, as will be made clear in another connection 
(4), there is reason to be dissatisfied uith the published results. 

The organic acids have accordingly been isolated from the leaves of 
Bryophyllum calydnum, the species originally examined by Mayer, and 
separated by means of distillation of the ethyl esters. Indirect analysis of a 
sample of the leaves of this common greenhouse plant showed that, in addi- 
tion to small proportions of oxalic and succinic acids, roughly 7 percent of the 
dry weight consisted of 1-malic acid, 2 per cent of citric acid, and 14 per cent 
of "unknown acids" (the total organic acidity minus the sum of the acidity 
due to malic, citric, and oxalic acids) calculated arbitrarily as citric acid. 
The present study has shown that by far the greater part of the “unknown 
acids” consists of isocx'tric add. 

The bearing of this wholly unexpected observation upon the old and puzz- 
ling problem of the nature of the so called crassulacean malic acid is dis- 
cussed in another paper (4). For the present, it is desirable to point out 
that isocitric acid, although s 3 nthesized many years ago bj- Fittig and 
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Miller (5), and by Wislicenus and Nassauer (6), was found in nature for the 
first time in 1925 by Nelson (7, 8) in the juice of blackberries. It is the 
major organic acid component of this fruit. Nelson’s observation has been 
confirmed by Bruce (9) who has also provided hejipful information on the 
chemical behavior of isocitric acid and of its lactone. More recently, the 
substance has been detected in minor amounts in several other species by 
Nelson and his collaborators (10). 

Franzen and Keyssner (11), in 1923, carried out a careful study of the 
leaves of the blackberry plant and record the isolation, from the esters of 
high boiling point, of an unidentified hydrazide that decomposed at 181- 
182° and contained 34.6 per cent of nitrogen. In spite of the low nitrogen 
content (theory 35.9 per cent), Nelson has pointed out that this may well 
have been a specimen of the trihydrazide of isocitric acid ; owing to Franz- 
en’s death before the -work was published, no further investigation of the 
compound was made. 

Although isocitric acid is the dominant organic acid of blackberry fruit, 
the proportion present is relatively small. Nelson secured about 141 gm. of 
ester from extracts that represented 54 kilos of fresh fruit or 8.9 kilos of dry 
weight; this is the equivalent of 0.18 per cent of the fresh weight or 1.1 per 
cent of the dry weight of the tissue. As a minimum, the yield of isocitric 
acid from Bryophyllum leaves has been found to be 8.1 per cent of the dry 
weight, this being the proportion secured as distilled esters; the actual 
proportion present was doubtless considerably larger. The leaves of 
Bryophyllum are accordingly an unusually rich source of this rare acid. 

EXPERIMENTAL 

Extraction of Leaf Tissue — Several lots of dry powdered leaf tissue were 
combined for the isolation of the organic acids. Analyses of two of these 
lots, shown in Table I, illustrate the high relative proportion of “unkno^vn” 
organic acids in both, and the wde variation in Z-malic acid content, a 
phenomenon which is probably connected Mth the time of day the leaves 
were collected. Extracts were prepared from 427 and from 500 gm., re- 
spectively, of the tw'o lots of dry tissue by stirring the powder for half an 
hour in each case with 6 times its weight of water at a temperature of GO- 
GS®. The temperature -was chosen so as to bring about as little hydrolysis 
of pectins as possible. The tissue was strained off on cheese-cloth and 
pressed, and the residue was extracted Uvice more in the same way. Analy- 
sis showed that 97 per cent of the malic acid, 99 per cent of the citric acid, 
and 84 per cent of the unknown acids had been extracted. 

The extracts were each concentrated in vacuo to about 500 ml., and were 
brought to pH 1.0 by the addition of the requisite amount of sulfurie acid 
and treated vith 2 volumes of alcohol. The precipitate, which consisted 
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mainly of inorganic salts, was centrifuged off and washed with 60 per cent 
alcohol three times, and the alcoholic solution was condentrated to about 1 
liter. To this, hot saturated barium hj'droxide solution was added to pH 
9 to 10, followed by 2 volumes of alcohol, and the precipitate was allowed to 
settle overnight. The clear fluid was decanted; the barium salts were 
centrifuged and washed three times with 60 per cent alcohol, and were then 
suspended in 3 liters of water, thoroughl 5 ' stirred, and again treated with 2 
volumes of alcohol. The reprecipitated barium salts were centrifuged off, 
TOshed twice uith 60 per cent alcohol, suspended in warm water, and 
treated with a slight excess of sulfuric acid. The barium sulfate was centri- 
fuged, washed repeatedly with hot water, and the solution was concen- 
trated to about 150 ml. 


Table I 

Organic Acids of Leaf Tissue of Bryophyllum calycinum 
Sample 1939-C was a mi.'cture of two coUectioDs of leaves, one of which was taken 
at 9 a m., the other at 2 pan. on different dates. The plants were grown in sand with 
a complete nutrient solution that supplied mtrogen as nitrate. Sample I940-D 
comprised leaves collected in the afternoon from plants grown in soil. All leaves 
were promptly dried in a current of air at S0°. For methods of anah-sis see (12). 
Figures not otherwise designated are milliequivalents per 100 gm. of dr}‘ tissue. 


1 

EiSpIt 1937 C 


Total organic acids 

427 

301 

f-JIalic acid 

166 

1 51.1 

Citric “ 

42.4 

21.7 

Oxalic “ 

5.9 

5.9 

Unknown acids (by difference) 

212.7 

222.3 

“ “ % tolal acids 

49.1 

73.9 

Dry weight of leaves, % fresh weight 

7 3 

7.8 


The organic acids were e.xtracted from this solution with ether in an ap- 
paratus of the Widmark tj-pe (13). The e.xtraction period was 120 hours in 
one case and 168 hours in the second; 8 x sodium hydroxide was used to 
collect the organic acids, being renewed when it became neutral to phenol- 
phthalein. The solution of the sodium salts obtained was diluted to 500 
ml., brought to pH 1.0 with sulfuric acid, and was then treated with 2 
volumes of alcohol. After the solution had been chilled overnight, the 
sodium sulfate was filtered off, washed thoroughly with 70 per cent alcohol, 
and the alcohol solution of the free organic acids was concentrated to a 
sirup which was repeatedly dehydrated by the addition of absolute alcohol 
followed by distillation. At this point, the solutions from the two lots were 
combined. The acids were esterified by the method of Phelps and Phelps 
(14), the crude esters were taken up in ether, and, in order to reduce as 
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much as possililc the loss due to solubility of the estoi's in water, were 
washed with a 20 ix-r cent sodium sulfate solution to which sufficient 20 per 
cent sodium carbonatt; was added to make the acpicous phase pcrmanentlj' 
alkaline to litmus after having been shaken with the ether. The aqueous 
layer was drawn off, the layer of emulsion was centrifuged, again separated, 
and the collected ether extracts were washed wth small portions of 20 per 
cent sodium sulfate solution until neutral. The ether solution was then 
dried over anhydrous sodium sulfate and the ether was distilled. 

From 927 gm. of dry tissue, 220 gm. of crude esters were .secured of which 
209 gm. remained after the ether solution had been washed with alkaline 


T.\BLTi II 


Frnclinnnl Dislillatimi of Esters of Organic Acids of Eryopliylhtm calyeinum Leaves 

at S Mm. Pressxtrc 


Fraction No. 

B.p. 

Weight 1 

Specific j 

Composition of fraction 

1 

Diethyl 

malatc 

Triethyl 

citrate 

Unknown 

1 

°C. 

97-102 

Stn. 

4.7 


per cent 

per cent 

per cent 

2 

102-107 

04.8 


100 

0 

0 

3 

107-108 

2.97 


73 4 

5.0 

21.6 

4 

108-128 

2.09 


68.8 

6.8 

24.4 

5 

128-137 

0.95 


40.7 

14 1 

45.2 

G 

137-145 

11,1 

-7.13 ' 

0.0 

28.2 

71.8 

7 

145-151 

20.4 

-14 03 

0 0 

26.8 

73.2 

8 

151-150 

18.9 

-2G.02 

0 0 

20.2 

79.8 

9 

15G-1G0 

28 5 

-42. G 

0 0 

8.9 

91.1 

10 

Ilcsiduc 

ICO-lGl 

34 8 

10 0 

-63.3 

0 0 

0 7 

99.3 

Tot.il 

i 

199.2 






sodium sulfate solution. The esters Avere distilled through a column filled 
with beads and equipped with a dephlegmator, and were separated into 
fractions as shown in Table II. The fractions, together vith an undistilled 
residue of 10 gm., account for 95.0 per cent of the weight of the washed 
esters. The composition of the fractions Avas ascertained by analysis of 
small samples after saponification, and by examination of the hydrazides. 

Fraclion 1, from its specific rotation, Avas nearly pure Z-malic c.ster, and 
the hydrazidc, Avhich melted at 179-180°, Avas apparently pure. Although 
traces of oxalic and succinic esters Av-ere doubtless present, no detailed ex- 
amination of the fraction Avas made for them. Both of these acids arc 
present in small amounts in Bryophyllum leaf tissue (15). Fraction 2 
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was pure Z-malic diethyl ester; the specific rotation agrees with earlier ob- 
sen’ations on material prepared from tobacco leaves (16). Fractions 3, 4, 
and 5 were small intermediate fractions that contained both malic and 
citric esters together with a regularly increa.sing relative proportion of ester 
of unknown acid. They were not further studied. 

The regular decrease in citric acid in the three following fractions, to- 
gether nith the regular increase in specific rotation and in the proportion of 
unknown acid, turned attention to Fraction 10, which gave e^ddence, from 
the constant boiling point, of beingsubstantially a piu^ substance. The high 
specific rotation in particular recalled the properties of isocitric acid, since 
Bruce (9) has sho-wn that the specific-rotation of diethyl isocitrate lactone is 
Wsig = —54.2°, and the esters of no other well knov\'n organic acids are so 
strongly levorotatory as this. Analysis of a sample of the ester gave C 
51.89, 51.95; H 6.37, 6.26 per cent; the theory for CioHuOe (diethyl iso- 
citrate lactone) is C 52.17, H 6.13; while that for triethyl isocitrate is C 
52.15, H 7.30 per cent. These observations strongl 3 ' suggest that Fraction 
10 consisted largely of the diethyl ester of isocitric lactone. 

Identification of Isocitric Add — A sample of 1.40 gm. of Fraction 10, dis- 
solved in 8 ml. of alcohol, was treated with an e.Kcess of hj'drazine hj'drate: 
the solution remained clear for about 30 seconds, when crj-stallization of a 
white substance suddenlj' began. The crystals were filtered, after the 
solution had been chilled for a few hours, were washed with absolute alcohol 
and ether, and dried at 105°; jdeld 1.28 gm., or 104 per cent, calculated as 
dihj'drazide, 89.4 per cent calculated as trihydrazide. The product melted 
at 178-179° with decomposition, but gave a marked depression of the dc- 
comporition point when mixed with pure 1-malic dihj'drazide. This de- 
composition point is identical with that obseiwed bj' Nelson for a similar 
crude product prepared from the isocitric acid of blackberries. On rc- 
ciystallization from 60 per cent alcohol, the decomposition point was raised 
to 181-182°. Elementarj' analj-ses are shown in Table III which indicate 
that the substance was the trihj'drazide of isocitric acid. The ring is e%i- 
dentlj' opened during the formation of the hj'drazide from the ester of the 
lactone. 

Isodtric Trihydrazide — ^This substance is not entirelj' satisfactorj' for the 
certain identification of Isocitric acid. It separates from alcohol or dioxane 
solutions sometimes in sheaves of featheiy needles, and sometimes in fine 
hair-like needles which form a firm mat on the filter paper, but more often in 
rosettes of short needles. The crj'stals are fragile and must be examined 
under the microscope before filtration. No correlation Ix-tween ciystalline 
habit and decomposition point could be establi.died. 

The decomposition point of the preparations from the crude ester wa« 
usuallj' within a degree or two above or below 181°; on recry.stallization the 
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decomposition point may remain constant at or near 181°, or may rise to 
185°. One preparation was obtained w'hich, after one recrystallization, 
decomposed at 195-196° but, after further recrystallization, the decomposi- 
tion point dropped to 188-190°. Nelson (8) records one preparation that 
decomposed at 196-197° and concluded, from the optical crystallographic 
data and comparison with synthetic material, that the product from black- 
berries was partially racemized. However, Bruce secured a preparation 
from optically active material that decomposed at 201-202°. It was noted 
in the present work that the yields after recrystallization were low, and that 
the mother liquors, on evaporation, deposited manifestly impure material. 
The substance is apparently not entirely stable during ordinary manipula- 
tions, and it is quite likely that completelj’^ homogeneous material was not 


Table III 

Analyses of Isocitric Acid Trihydrazidc 


Tound* 

Calculated 

Isocitric trihydrazide, 
CeHiiNaOi 

Isocitric lactone 
dihydrazide, CeHiDNiOi 

c 1 

per cent 

per cent 

per cent 


30.80, 30.95 

30.77 

35.63 

H 

6.06, 5.98 

5.98 

4.95 

N 

1 

34.84, 34.89 

35.90 

27.72 


* Grateful acknowledgment is made to Mr. William Saschek of the Department of 
Biochemistry of the College of Physicians and Surgeons, Columbia University, New 
York, for these and the other elementary analyses in this paper. Nitrogen deter- 
minations on hydrazidcs, even by the micromodification of the Dumas method, are 
usually low. 

secured. The benzylidene derivative of the trihydrazide is not a satis- 
factory product for confirmation of the identity, since it is insufficiently 
soluble in the usual solvents to be readily recrystallized. An amorphous 
product of decomposition point 193-197° was secured. 

Isocitric Lactone and Derivatives — 5 gm. sample of Fraction 10 was hy- 
drolyzed by being boiled -with 1 n hydrochloric acid, and the acid was esteri- 
fied Avith methyl alcohol. The dimethyl ester of the lactone distilled com- 
pletely betAvecn 136-138° at 2 mm. pressure, and it was necessary to warm 
the condenser to prevent crystallization of the distillate. The distillate 
solidified to a colorless crystalline mass that melted at 106-107°. Re- 
crystallized from methyl alcohol, the substance melted at 107.5-108° un- 
corrected (108.5-109° corrected). Bruce observed a melting point of 105- 
106°. Analysis of the substance gave C 47.74, 47.75; H 5.08, 5.00; theory 
for CsHioOe (dimethyl isocitrate lactone) C 47.52, H 4.98 per cent. The 









G. W. PCCHER 


517 


trihydrazide prepared from this material decomposed at 184-185° and gave 
C 30.75, H 6.03 per cent, in almost exact agreement with theory. These 
data complete the identification of the predominant acid of Bryophyllum 
leaves as isocitric acid. 

A further specimen of Fraction 10 was saponified with barium hydroxide 
and the precipitated barium salt was filtered from the boiling solution. 
The free acid was liberated with sulfuric acid, the excess of which was 
quantitatively removed, and the solution was evaporated to a sirup that 
was heated in vacuo at 100° for several hours, and was then kept in an 
evacuated desiccator over phosphorus pentoxide for a month, when it had 
solidified. The mass was dissolved in ethyl acetate and allowed to crystal- 
lize by spontaneous evaporation. The white hygroscopic crystals, on 
being heated, softened at 152° and melted at 153-154°. Bruce records the 
melting point of isocitric lactone as 154°. Of this product, 0.058 gm. 
(equivalent to 0.064 gm. of isocitric acid) required 1.33 ml. of 0.508 N 
sodium hydroxide for neutralization at room temperature and 1.95 ml. to 
reach a permanent end-point after the solution was heated to boiling tem- 
perature for 20 minutes. These quantities are equivalent, respectively, to 
0.0588 gm. of lactone and 0.0634 gm. of free acid. 

Fractions 6, 7, 8, and 9 — The identification of diethyl isocitrate lactone as 
the chief component of Fraction 10 permitted an estimate of the composi- 
tion of these intermediate fractions to be made. On the assumption that 
the optical acthdty arose from the presence of the ethyl ester of the lactone, 
the fractions were calculated to contain respectively 13, 26, 48, and 78 per 
cent of isocitric acid. Isolation of the trihydrazides, however, gave e%’i- 
dence of the presence of much higher proportions of isocitric acid than this, 
particularly in Fractions 6 and 7. Accordingly, in addition to moderate 
quantities of triethyl citrate, it seemed probable that these fractions con- 
tained both triethyl isocitrate and the ester of isocitric lactone. 

No procedure was foimd whereby saponification of the ester could be 
effected without partial or complete opening of the lactone ring. After 
being heated with 1 n hydrochloric acid, specimens of these fractions be- 
came weakly dextrorotatory, indicating hydrolysis to the acid. When 
aqueous solutions of the acid freed from hydrochloric acid (pH 1.7) were 
evaporated to sirups and heated on the steam bath, the rotation changed to 
the left, indicating partial conversion to the lactone, the solutions being the 
more strongly levorotatory the more intense the dehydrating conditions 
that were applied. Dilute aqueous solutions of these levorotatory mixtures 
of acid and lactone, when heated at 100°, gradually became inactive or even 
weakly dextrorotatory owing to more or less complete conversion back to 
the acid. These observations provide an exact parallel to the confusing be- 
havior recorded without explanation by Aberson (17) in connection with an 
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acid fraction obtained from the leaves of another species of Crassulaceae 
(see (4) for a discussion), and clearly indicate the desirability of a thorough 
physicochemical study of the equilibrium between isocitric acid and its 
lactone. 

Information on the composition of the fractions, with respect to isocitric 
acid, was obtained by subjecting samples to complete hydrolysis and study- 
ing the rotation in the presence of molybdenum salts accoi'ding to the 
method outlined by Martins (18). This procedure is based upon the as- 
sumption that no optically active substance other than isocitric acid is 
present. The fundamental observation is the specific rotation of pure 
isocitric acid in the presence of ammonium molybdate. To obtain this. 

Table IV 

Specific Rotation of Isocitric Acid in Presence of Ammonium Molybdate 
The lactone or its ester was hydrolyzed with a small excess of sodium hydroxide 
on the steam bath, the sample was cooled, acidified with 0.5 ml. of glacial acetic acid, 
and 2 gm. of ammonium molybdate were added. The solution was diluted to 15, 
or to 20, ml. and the rotation was observed with a Ventzke sugar scale instrument 
with incandescent electric light and converted to degrees of circular rotation by the 
factor 0.3468. 


I 

Sample 

Weight 

Equivalent of 
isotitric acid 

Specific 
rotation, [a]” 

Hydrolysis 

time 

Isocitric lactone 

Dimethyl isocitrate lactone 

gm. 

0.0609 

0.0580 

0.1722 

0.1722 

0.1722 

gm. 

0.0672 

0.0640 

0.1636 

0.1636 

0.1636 

degrees 

-370 

-368 

-358 

-358 

-362 

min. 

10 

30 

90 

90 

180 

Average 



-363 

! 

Isocitric lactone 

0.0699 


-69.6 

0 


the purest available specimens of the lactone and of its dimethyl ester were 
saponified with a slight excess of alkali at boiling temperature, and were 
then acidified with acetic acid and treated vath an excess of ammonium 
molybdate. Data from a series of such experiments are shown in Table IV ; 
the average value of the specific rotation of the molybdenum complex was 
-363°. This figure is appreciably lower than the value -413° obtained 
by Martins for isocitric acid prepared from aconitic acid by the action of an 
enzjmie present in liver extract. His result, however, rests upon the ex- 
amination of a single specimen. It is to be noted that the specific rotation 
of the lactone itself is little, if at all, increased under these conditions. 

The specific rotation in the presence of molybdate ion of completely 
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hydrolyzed samples of the ester fractions permitted calculation of the pro- 
portion of isocitric acid in each; these results are shown in Column 2 of 
Table V. If Fraction 10 consisted of pure diethyl ester of isocitric lactone, 
the isocitric acid content would theoretically be 83.4 per cent. From the 
specific rotation data, its purity with respect to isocitric acid was thus 91 
per cent. 

An estimate of the composition of the intermediate fractions of esters 
was made from these results for the isocitric acid content in combination 
with the specific rotations of the individual fractions shown in Table II. 
If it be assumed that the only optically active substances present are the 
triethyl ester of isocitric acid and the diethyl ester of its lactone, it is possible 
to calculate from the specific rotations in the literature, which are, re- 
spectively -1-14° (7y and —54.2° (9), the relative proportions of these in 
each fraction. From this, in turn, the relative percentage composition 


Table V 

Estimated Composition of Ester Fractions 6 to 10 {Table IF) 


Fraction Ko 

(1> 

Isoattic aad 
content 

1 

(2) 

Relative composition of fracUons 

Tcieth^l 

isocitrate 

0) 

Diethyl 
isocitrate I 

lactone ! 

(4) 1 

Tnttijl 1 
otrate 

(S> 

Uniuown 

(6) 


f<T unt 

per cfnt 

fer ctnt \ 

fer ecni \ 

fer cent 

6 

43 4 

33.5 

25 

I 28 2 

13 3 

7 

56 9 

35 

39 

1 26 S 

-O.S 

s 

60 1 

19 3 

56 5 

20 2 

4 

9 

72 3 

6 

82 

S 9 

3 1 

10 

76 0 

0 

91 

0 7 

S.3 


shown in Columns 3 to 6 of Table V can be computed. The figures in 
Column 5 are derived from analytical deteiminations of citric acid in each 
fraction, and are presumably accurate. Tire result'; for the ester'- of iso- 
citric acid are at best rough approximations. 

The chief object of these estimate'; is to aflord a demonstration of the 
complexity of the intermediate fractions, .\lthough they become suc- 
cessively richer in isocitric acid and poorer in citric acid, it is obi-ious that 
only an elaborate fractional distillation process nath a far more efficient 
apparatus than was used in the.=c experiments would bring about sharp 
separations of the components. Column G suggests that contamination 
\vith organic acid esters other than tho=e of citric and isocitric acids wa" 
practically negligible. 

* An ester of specific rotation nas obtained by Nelson in a fraction of high 
boiling point. It seems probable that this fraction was exceptionally rich in tricthx 1 
citrate, although Nelson makes no claim that it w as a pure specimen. 
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Inorganic Salts of Isociiric Acid — Although the literature of isocitric acid 
contains many references to salts of isocitric acid wth calcium, barium, and 
silver, these substances have not been recorded as being prepared in crj'stal- 
line form, and analytical results upon the preparations are rarely in good 
agreement with the requirements of theory. The experience wth the ma- 
terial derived from Bryophyllim leaves was similar. The barium salt was 
prepared from samples of Fraction 10 after saponification -with barium hy- 
droxide, or sulfuric acid, and was also prepared from the purest available 
specimen of the dimethyl ester of the lactone. It was established that the 
salt, after being dried at 105°, was anhydrous, since no further loss in weight 
occurred when it was heated to 150°. Nevertheless the preparations in- 
variably contained from 51.2 to 51.5 per cent of barium instead of the 
theoretical 52.16 per cent. All were amorphous powders. Products pre- 
pared by precipitation from aqueous solution with alcohol gave erratic 
analytical results, and no improvement was obtained by attempts to re- 
crystallize the material from hot water. 

The calcium salt is even less satisfactory. It is conveniently obtained by 
heating a cold aqueous solution to the boiling point. Such products are 
hydrates and are amorphous. Two preparations, separated from slightly 
alkaline solution, contained an average of 14.15 per cent of water of hy- 
dration, a proportion that is not related in any simple way to the composi- 
tion of possible hydrates of calcium isocitrate. The calcium content of the 
anhydrous material was, respectively, 21.8 and 22.0 per cent; theory for 
tricalcium isocitrate 24.12 per cent. 

The behavior of the calcium salt provides an interesting, although of 
course by no means specific, diagnostic test for isocitric acid. A solution 
that contains up to 2 per cent of the salt can readily be obtained in the cold 
and may be evaporated at low temperature to about one-third of its volume 
without precipitation. When heated, however, the salt separates as a 
curdy precipitate in a manner that recalls the heat coagulation of a protein. 
A 0.5 per cent solution of the calcium salt likewise gives a heavy precipitate 
when boiled, but in this case the precipitate soon redissolves when the solu- 
tion is cooled. 

Conditions have not been found under which silver salts that yield inter- 
pretable analytical results can be prepared. 

General Properties of Isociiric Acid — The most useful compound of iso- 
citric acid for identification purposes that has been studied is the dimethyl 
ester of the lactone. This crystallizes well and can be characterized by its 
melting point and other ph 3 ^sical properties, as well as by its qualitative 
behavior, Awth little danger of error. Owing to its apparent instability on 
recrystallization, the trihj’^drazidc is less useful, and confusion of the de- 
composition point with that of malic acid dihydrazide is quite possible. 
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Isocitric acid does not give the Denigfes reaction characteristic of citric 
acid. This test may accordingly be applied to detect contamination of 
preparations v>-ith citric acid. Isocitric acid does not yield pentabromo- 
acetone when oxidized with bromine and permanganate (Stahre reaction) 
as does citric acid, furthermore, no halogen -containing compound soluble 
in petroleum ether is formed during this oxidation, and no color is formed 
when the petroleum ether extract of the oxidation mixture is treated with 
sodimn sulfide. Accordingl}', isocitric acid does not interfere with the de- 
termination of citric acid by the methods customarily employed in this 
laboratory (12, 19). 

When isocitric acid is oxidized with bromine and permanganate and the 
clarified solution is heated with dinitrophenylhydrazine, a yellow product is 
precipitated. The solution of this in pjoidine becomes reddish brown when 
a slight excess of sodium hydroidde is added. However, the oxidation 
product of isocitric acid is not volatile with steam and, accordingly, does 

Table VI 


Distribution of Major Organic Actd Components of Bryophyllum Leaves 


Acids 

Calculated frun 
composiUon of 
esters 

CalcuUted frosi 
corspositioa of 
wster extrsct 


UrJ 

f*T uni 

Malic 

36. 1 

33.2 

Citric . . 

7.8 

9.2 

Isocitric 

52.2 


Unknown* 

3 9 

57.6 


* Includes the small proportion of oxalic and succimc acids known to be present. 


not interfere with the method for the determination of malic acid, which 
depends upon distillation of the oxidation product, conversion to the 
dinitrophenj'Ihydrazone, and colorimetric determination of the blue com- 
pound formed when this is treated in p 3 ’ridine solution with alkali (12). 

Isocitric Add in Bryophyllum Leaves — From the data in Table I it can be 
calculated that the 927 gm. of dr}"^ leaf tissue employed for the isolation of 
the organic acids contained 6.9 per cent of malic acid, 2.0 per cent of citric 
acid, and 13.9 per cent of unknown acid if this is assumed to have been a 
tribasic organic acid of the same molecular weight as isocitric acid. An- 
alj'sis of the water extract from this sample of tissue indicated the presence 
of the equivalent of 6.8 per cent of malic acid, 1.9 per cent of citric acid, 
and 11.8 per cent of unknown acid when expressed in the same terms and 
on the same assumption. Almost exactlj' three-quarters of the organic 
acids of the water extract was obtained as esters and subjected to distilla- 
tion. From the data on the composition of the ester fractions in Table II 
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the distribution of the three main acids in the esterified material can be* 
computed, and these values are compared in Table VI with the distribution 
of the organic acidity in the water extract of the leaves. The close re- 
semblance suggests that the material secured in ester form represented a 
fair sample of the organic acids in the water extract of the tissues. It may 
be concluded, therefore, that a determination of the “unknown” organic 
acids of Bryophyllum leaves by the analytical methods now in use gives a 
reasonably close estimate of the proportion of isocitric acid present. A 
figure so obtained would probably be not more than 10 per cent of itself too 
high, and could be made somewhat more accurate by the determination of 
oxalic and succinic acids in the sample. This conclusion is useful at the 
present time, since a specific analytical method for the determination of 
isocitric acid in plant tissues has not yet been developed.^ 

DISCUSSION 

Isocitric acid is the predominant organic acid of the leaf tissue of Bryo- 
phyllum calycinum and, as will be made clear in another paper (4), was 
doubtless the main component of the preparations obtained by early 
workers that were regarded as specimens of a new and different form of 
malic acid. According to the older literature, so called crassulacean malic 
acid is widely distributed in the group of plant.? to which this species 
belongs. The observation in recent years that isocitric acid occurs, al- 
though only in small proportions, in a number of unrelated plants suggests 
that, if suitable analytical methods are developed, the substance wll be 
found to be a not uncommon constituent of plants and possibly of animal 
tissues as well. 

Present day speculations on the oxidative mechanisms in the animal 
body, as well as on the mechanisms that have to do vdth the assimilation of 
carbon dioxide in plants, lay much stress upon schemes of enzymatic reac- 
tions in which a considerable variety of organic acids is concerned . Most, if 
not all of these organic acids are well knovm constituents of plant tissues; 
some of them are present in certain plants in astonishingly high concentra- 
tions. The present case is especially noteworthy, since it emphasizes the 
significance of the role that isocitric acid, a substance hitherto rarely en- 
countered in nature, may play. 


SUMMARY 

An examination of the organic acids extracted by warm water from dried 
leaves of Bryophyllum calycinum has sho-wn that the sample studied con- 

2 Methods based upon the specific rotation in the presence of uranium or molybde- 
num salts arc inapplicable in the presence of malic acid, and the only reliable method 
available for the separation of malic and isocitric acids is the fractional distillation 
of the esters. 
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tamed at least 8 per cent of the drj- weight, and probably appreciably more, 
of isocitric acid together with about 7 pier cent of f-malic acid and 2 p>er cent 
of citric acid. This plant is thus by far the richest source of isocitric acid 
that has hitherto been encountered. Attention is briefly drawn to the 
theoretical implications of this observation. 
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jMalic add is one of the most widely distributed organic acids found in 
plant tissues. The literature to 1923 has been carefully reviewed by 
Fransen and Ee3rssner (1) and, although these investigators pointed out 
that the evidence that has been advanced for the identity of the substance 
isolated has in only a few cases been completely con\-incmg, a study of their 
paper shows that serious doubt can seldom be entertained that the prepara- 
tions described contained malic acid, ilany new records of the occurrence 
of malic add have since been made. However, there is one group of ob- 
servations that has proved puzzling to both chemists and plant physiolo- 
gists for more than 60 years. In 1875, Mayer (2) noted that leaves of 
Bryophyllum calycinum, a spedes in the family Crassulaceae, collected in 
the early morning, contain a considerable proportion of titratable free 
acid, and that the acidity diminishes after the leaves are e.vposed to light 
for a few hours. This observation was e%'en then by no means new, for a 
marked difference in the taste of the leaves at different times of day had 
been recorded many years before. Mayer put the matter on a quantitative 
footing and, in addition, noted that the disappearance of the acid was 
accompanied by an evolution of oxyg^^i which took place even when carbon 
dioxide was e.vcluded from the air surrounding the leaves. The observa- 
tions were extended to a number of allied species and evidence was obtained 
(3, 4) that the evolution of oxj-gen and the disappearance of acid were 
closely connected phenomena. 

An examination of the organic acids separated as calcium salts from ex- 
tracts of Bryophyllum leaves gave evidence for the presence of a substance, 
the salts of which corresponded closely in composition to those of malic 
acid. The physical properties both of the salts and of the free acid were, 
however, different from those of f-malic acid, and Zklayer inferred that the 
substance prepared from these leaves was an isomer. 

This substance has passed into the literature imder the name “cras- 
Eulacean malic acid,” or sometimes as “crassulaic acid,” and has been 
studied by several investigators (for a review see Beimet-Clark (5)). 
Schmidt (6), for example, prepared ordinary crystalline calcium malatefrom 
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Bryophyllum leaves collected during the night, but could obtain only the 
amorphous salt described by Mayer from leaves collected during the day. 

In 1898, Aberson (7) pointed out that Mayer’s acid constituted an ex- 
ception to the rules of stereoisomerism. No structure that contains an 
asymmetric carbon atom could be assigned save that of malic acid, and 
the three possible optical isomers of this substance were knoivn and were 
different from crassulacean malic acid. After an extremely careful and 
thorough investigation of the substance, Aberson postulated that the 
isomerism arose from an internal constraint which prevented free rotation 
about the bond between the central carbon atoms, and provided evidence 
sufficiently impressive to elicit a discussion of this unique anomaly from 
Werner (8) in his text-book on stereochemistry (see also Walden (9)). 

Work of Franzen and Ostertag — In 1922, Franzen and Ostertag (10) 
pointed out that the isolation methods employed by the earlier workers — 
chiefly precipitation of the calcium salts by means of alcohol — were not 
capable of yielding adequately pure products, and that the alleged differ- 
ences between crassulacean malic acid and f-malic acid might well be ac- 
counted for by the presence of impurities in the preparations. They 
emphasized the fact that no crystalline salts or derivatives of the acid had 
been described. Walden (9) had shown that malic acid is, in part, con- 
verted into a mixture of anhydrides when heated to 100° or higher, and that 
contamination of a preparation with these products renders crystallization 
of the remaining malic acid difficult or impossible. They concluded, ac- 
cordingly, that the preparations of crassulacean malic acid described by 
earlier workers, especially by Aberson, were mixtures. In support of this 
contention, they prepared the organic acids from a large sample of leaves 
of Echcveria secunda glauca, separated the individual acids by distillation of 
the ethyl esters, and showed that the greater part of the acids of this plant 
does indeed consist of Z-malic acid, the ester of which distils in the neighbor- 
hood of 128° at 11 mm. pressure. A second fraction that distilled at about 
180° at the same pressure yielded a dihydrazide that was identified by 
melting point .and mixed melting point, as well as by nitrogen content, as 
malic dihydrazide, and a sample of this ester, after saponification, yielded a 
silver salt that seemed identical with preparations made from malic acid. 
Franzen and Ostertag concluded that the substance of high boiling point 
consisted largely of the diethyl ester of the cyclic anhydride of malic acid, 
that is a substance of the type described by Walden, and that there was no 
evidence to support the view that the tissues of plants of the family Crassu- 
laceae contain a unique form of malic acid. 

The latter part of this conclusion was indeed literally correct and the 
evidence in support of it seemed conclusive. Unfortunately the statement 
has had the effect of turning attention away from the chemical problems 
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raised by the curious beha\dor of the organic acids of the leaves of these 
plants and has been accepted as the complete explanation of the stereo- 
chemical anomaly discussed by Aberson and by Werner. 

In order to accept Franzen and Ostertag’s interpretation of their own 
results, it is necessary to ignore a great deal of careful experimental work. 
Mayer’s ex-tensive data cannot be lightly dismissed and, whether Mayer’s 
and Aberson’s specimens of crassulacean malic acid were contaminated or 
not, they were dextrorotatory . Natural malic acid is weakly levorotatory 
and its anhydrides, prepared by heating the free acid, are only moderately 
strongly levorotatorj'- (9), and j-ield malic acid of the original rotation when 
saponified. Furthermore, a solution of the neutral calcium salt of 1-malic 
acid deposits the salt in crj-stalline form when heated and the crystals re- 
main, insoluble when the suspension is cooled. Both Mayer and Aberson 
found that a solution of the calcium salt of crassulacean malic acid when 
heated deposits the salt in amorphous form and that the salt promptly re- 
dissolves when the solution is cooled (3). 

The weakness of Franzen and Ostertag’s position is also suggested by a 
careful e.\amination of their own evidence. They worked with only one 
sample of a single species (Echeveria) instead of with several species as did 
both Mayer and Aberson, but extended their conclusions to cover the entire 
problem; they preferred to ignore the fact that their acid prepared from 
Echeveria leaves gave precipitation reactions different from those of au- 
thentic malic acid; moreover, they appear to have paid little attention to 
the fact that the behavior noted during the crj-stallization of the hj-drazide 
secured from their ester fractions of high boiling point was unusual and 
quite different from that of malic dihydrazide. The most con\-incing evi- 
dence they adduce for the mew that their higher fractions indeed consisted 
mainly of compounds of ordinarj- malic acid was the melting point of 
the hydrazide and of its benzylidene derivative, together with the unsup- 
ported statement that these melting points were unchanged when the 
preparations were mixed, respectively, uith authentic malic dihydrazide or 
with its benzylidene derivative. 

This evidence amounts, then, merely to a demonstration of the prob- 
ability that their ester fraction of high boiling point contained malic acid; it 
does not preclude the presence of other acids. Furthermore, since the de- 
composition point of malic acid dihydrazide is 178-179°, while that of iso- 
citric acid trihj'drazide is usually not far from 181°, the emdence of the 
mixed melting points becomes of paramount importance, and these data 
were not given. 

Identity of Crassulacean Malic Acid — ^The isolation of substantial 
amounts of isoeitric acid from the leaves of Bryophyllum calycinum (II) 
raised the question whether the early investigators of crassulacean malic 
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acid may have had preparations of this substance in hand without recog- 
nizing their identity. The outstanding properties upon which a judgment 
may be based are the specific rotation of the acid and its derivatives and the 
behavior of the calcium salts. Other criteria are the composition of the 
salts and the failure of most salts and derivatives of isocitric acid to crystal- 
lize, in contrast to those of Z-malic acid. 

Mayer’s (3) original preparation was admittedly impure, but it ivas dex- 
trorotatory and he stated clearly that the amorphous calcium salt differed 
in properties from those of either citric acid or malic acid. The most strik- 
ing point is that this salt -was insoluble in hot water but redissolved in the 
cold and contained 22.24 per cent of calcium. Authentic specimens of 
calcium isocitrate usually contain about 22 per cent of calcium, appreciably 
lower than the theoretical 24.1 per cent, and their behavior in hot and cold 
water is identical vdth that described by Mayer. The evidence is incon- 
clusive, but it is bj'' no means impossible that Mayer’s material contained a 
considerable proportion of isocitric acid. 

Aberson’s careful description of his products leaves little question that he 
had fairly pure specimens of isocitric acid or derivatives of this in hand. 
His method of isolation by means of successive precipitation of the lead and 
calcium salts could scarcely be expected to lead directly to anal3dically pure 
specimens, and the data shoivn in Table I for the silver and lead salts pre- 
pared from material thus secured clearly agree somewhat more closely with 
the theoretical requirements for malic acid than for isocitric acid. It is 
obvious, however, that only analytical ivork of a high order of accuracy 
would suffice to discriminate between the two possibilities even if the 
preparations were pure, and, in any case, salts of optically active isocitric 
acid seldom yield satisfactory analytical results. The specific rotation of a 
sample of the acid dissolved in water was 4-9.4°; when the solution was con- 
centrated to about one-tenth its volume, the specific rotation was found to 
be -+-5.9°. The solution was then evaporated to a sirup and again dissolved 
in water; the specific rotation was now —6.1°. This solution, after a few 
days at room temperature, became nearly optically inactive, but after it had 
been refluxed for 10 hours the specific rotation had risen again to 4-7.9°. 
Another specimen of the acid was evaporated in vacuo to a sirup, dissolved 
in acetone, again concentrated, and the residue was dried to constant weight 
at 110°. The product, dissolved in acetone, had a specific rotation of 
— 39.5°. Aberson records these curious observations without attempting to 
account for them. The behavior is, however, what might be expected of a 
7-hydroxy acid that is readily converted in part into its lactone, and has 
been duplicated -with preparations of isocitric acid (11). According to 
Bruce (12) the specific rotation of pure isocitric acid is = 4-17.7°, 
while that of the lactone is — 62° under the same conditions. The anhy- 
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drides of Z-malic acid are much less strongly levorotatoiy than this, the 
extreme figure recorded by Walden (9) for a product obtained by heating 
malic acid to a high temperature being about — 17°. There seems little 
doubt, therefore, that Aberson’s crude material must have contained much 
isocitric acid. 

Further evidence of this comes from a consideration of his data on a 
preparation purified bj' distillation of the methj’l esters. From 20 gm. of 
crude esters, about 8 gm. distilled at or near 161° at 24 mm. pressure. This 

T.VBLE I 

Theoretical Composition of Isocitric Acid Derivatives and of Malic Acid Derivatives 
Compared with Data of Aberson (7) 


Figures not otherwise designated are percentages. 



Theory for isodtric 
acid derivative 

Theory* for malic | 
acid derivaiivc j 

Fomd by Aberwa 

Silver salt 

CeHjOrAgj 

CiH40tAgi 


C 

14.05 

13.80 

13.8, 13.6, 13.4 

H 

0.98 

1.16 

I.l, 1.2, 1.2 

Ag 

63.11 

62.02 

62.1, 62.4, 63.2 

Lead salt 

(C.HsO,),Pb, 

C.H.OsPb 


c 

14.42 i 

14.16 

14.8 

H 

1.01 1 

1.19 

1.2 

Pb 

62.18 

61.06 

61.0 

Dimethyl ester (high b.p. 

Lactone i 

Cyclic anhydride 


fraction) 

C.H.oO. 

CioHj-O* 


C 

47.52 j 

46.15 1 

46.2, 45.9, 46.4, 
46.2, 46.1 

H 

4.98 

4.61 

5.0, 5.1, 5.0, 4.9, 
4.8 

M.p., 'C. 

107 

102 (9) 

102 

Free acid recovered from 

Lactone 

Cyclic anhydride 


distilled methyl ester 
and dehydrated 

C.H,0. 

C.H.O, 


c 

41.40 

41.40 

41.1 

H 

3.47 

3.47 

3.8 

Mol, wt. 

174.1 

232.1 

196 


was fairly corndncingly identified as a substance of the composition of 
dimethyl malate; Aberson regarded it as crassulacean malic acid ester. 
A second fraction was then obtained which distilled at about 210° at the 
same pressure; this was crj'stalline and, after recrj'stallization from alcohol, 
melted at 102°. The dimethyl ester of isocitric lactone melts at about 
107°. Aberson’s analyses of this product are giv'en in Table I. He in- 
terpreted them as e\ddence of the transformation of crassulacean malic acid 
into its cyclic anhydride. Walden later (9) prepared the methyl ester of an 
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anhydride of authentic malic acid and found it to melt at 102°, but when 
the behavior with respect to optical rotation of Aberson’s material is taken 
into consideration, there seems little reason to doubt that his preparation 
was a moderately pure specimen of dimethyl isocitrate lactone. Aberson 
prepared the free acid from this ester and dehydrated it thoroughly; the 
analysis (Table I) throws no light on the matter, since the percentage com- 
position of isocitric lactone is identical with that of malic anhydride, but his 
molecular weight determination agrees appreciably better with the assump- 
tion that the product was mainly an isocitric acid derivative. Furthermore 
his description of the slow crystallization of the sirup when preserved in a 
desiccator corresponds exactly -with the behavior of isocitric lactone. 

Aberson’s further efforts to characterize this specimen of the free acid are 
not helpful in reaching a decision as to its identity. He prepared silver 
salts by several techniques, and one of these products agreed almost exactly 
in composition TOth the theory for the malic acid salt; other preparations, 
however, were much too low in silver content and may have represented 
partially dehydrated material or mixtures of the lower silver salts. 

An examination of Franzen and Ostertag’s data likewse lends color to 
the idea that they had moderately pure specimens of isocitric acid in hand. 
The ester fractions of high boiling point they describe may w'ell have con- 
tained derivatives of ordinary f-malic acid ; this is an experience that has 
been encountered in this laboratory (13), since it is difficult to provide 
against the formation of small amounts of what appear to be self-esters or 
partial anhydrides of malic acid during the usual process of esterification, 
and these products, if present, are later found in the fractions that distil in 
the temperature range in which the esters of citric acid (and also isocitric 
acid) come over. But in describing the preparation of the hydrazide from 
these fractions, Franzen and Ostertag state that, after the reagent was 
added to the alcoholic solution of the ester, no evidence of reaction was ap- 
parent for a short period, wdien, quite suddenljq the solution became turbid 
and in a few moments was filled with a cjystalline product. This behavior 
was new to them in spite of their extensive experience with the hydrazides of 
all the common plant acids. It is invariably observed vdth ester fractions 
that are rich in isocitric acid, but its significance escaped the German in- 
vestigators. The isolation of a product that melted at 178-179°, i.c. the 
melting point of malic dihydrazide, apparently quieted any suspicion they 
may have entertained of the identity of their product. However, their 
statement that the decomposition point was not depressed by the admixture 
of malic dihydrazide remains unexplained. 

It should be pointed out that their yield of 0.97 gm. of presumed malic 
acid dihydrazide from 1 .0 gm. of ester might well have stiuck them as being 
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peculiar. The theoretical jield would be 0.85 gm. if the material had in- 
deed been malic ester and they thus isolated nearly 114 per cent of the ex- 
pected amount. On the other hand, if their ester preparation were mainly 
the diethyl ester of isocitric lactone, the theoretical jdeld of trihydrazide 
would be about 1.02 gm. and they obtained 95.3 per cent of this quantity. 

DISCUSSION 

The identification of the so called crassulacean malic acid as isocitric acid 
probably raises more problems than it solves. The obsenmtion contributes 
little that is immediatel}'’ apparent to an e.xplanation of the unusual or- 
ganic acid metabolism of the succulents, a problem that has attracted more 
attention over a far longer period of time than have similar problems for any 
other botanical group, and which is still unsolved. The diurnal variation in 
the organic acid acidity of Bryophyllum leaves appears, from the pre- 
liminary data that have been accumulated, to be in fact largely a matter of 
rapid changes in the quantities of Z-malic acid present. The e-vtent to which 
isocitric acid ma 3 '’ share in these changes remains to be determined. 

Accordinglj'- the problem is merely redefined. It will be necessary, 
ultimately, to secure evidence upon the nature of the equilibria between the 
several organic acids in these tissues, and to obtain information concerning 
the enzyme systems which control the reactions that take place, a program 
that rrill doubtless require }'ears of study in manj' laboratories. Tlie pres- 
ent paper is written in the hope that attention rrill be directed to the funda- 
mental nature of this problem, since there is little doubt that the explana- 
tion, once obtained, will have a direct bearing upon the problem of the 
rc.spiration of living cells. 


SUMimRY 

An e.xamination of the literature of the so called crassulacean malic acid 
has .shouTi that there is everj' likelihood that earlj' workers with this .sub- 
stance had more or less impure specimens of isocitric acid in hand. The 
composition of the salts and other derivatives of isocitric acid is so closelj' 
similar to that of the similar compounds of malic acid that confusion could 
scarcelj' be avoided unless strictlj- homogeneous prcpai-ations were ob- 
tained and anah'zed with the utmost accuiaej’. This does not seem to have 
been accomplished. Furtheimore, although isocitric acid was known as an 
opticallj' inactive product of sjmthesis throughout the period during which 
discussions of crassulacean malic acid occasionallj' appear in the literature, 
the opticallj' active isomer had not been encountered and there was ac- 
cordinglj' no information available upon the strikinglj- characteri.stic be- 
havior of this substance. 
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Experiments previously reported from this laboratorj' (1) have shovm 
that less than 1 per cent of the “total diazo” value of the blood is actually 
made up of phenols, the reactive substances being almost exclusivelj' ether- 
insoluble and presumabl}'- nitrogenous in nature* (2). In the present work, 
an attempt was made to develop more specific methods for the determina- 
tion of the various groups of urinaiy phenols. This objective was attained 
by continuous ether extraction of urine at different pH levels. In this 
manner the more trulj’’ phenolic bodies are separated from the ether- 
insoluble but diazo-reactive substances in the urine. In addition, these 
phenols and aromatic hydroxj- acids are obtained in separate fractions 
available for analysis with diazotized p-nitroaniline. 

Apparatus and Reagents — 

Interchangeable glass joints are necessaiy, since corks or rubber connec- 
tions persistentlj’’ yield phenolic or diazo chromogenic material. 

The extraction apparatus consists of four parts. (1) A 500 mm. No. 2800 
West tjTje of condenser with outer standard taper= 24/40 joint at the top, 
and inner 24/40 joint at the bottom; a No. 7580 solid glass stopper (stand- 
ard taper 24) rests loosely in the top of the condenser.’ (2) The extraction 
tube,* which consists of a 30 ram., outside diameter, tube narrowed at the 
upper end and sealed to the outer part of a 24/40 interchangeable joint. 
Into the lower end of the 30 mm. tube is sealed, coaxially, an 11 mm., out- 
side diameter, vapor flow and liquid return tube. This tube extends up- 
ward about 125 mm. and downward 60 mm. to the 14/35 inner part to 
which it is sealed. The length of the body of the large extraction tube is 

* Experiments are in progress in this laboratorj' on an improved method for the 
determination of blood phenols, on the basis of information derived from the present 
Work. 

’ Pj'rex, standard taper. 

’ A Liebig tj'pe of condenser may be used, but it does not seem to bo as efficient, 
especiallj' in hot weather. Condensers, flasks, interchangeable joints, etc., arc car- 
ried in stock by the Coming Glass Works, Coming, New York (Catalogue LP21, 
1941). The entire extraction apparatus can be obtained on special order from E. J. 
Callahan and Companj', 14 West Barre Street, Baltimore. 

* The special coaxial extraction tube was designed bj' Dr. H. B. Wj'lie of this 
department and made bj' E. J. Callahan and Company. 
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about 230 mm. and has a total capacity of 48 to 50 cc. A diagram (but 
no description) has previously been published (1). (3) A piece of 6 mm,, 

outside diameter, tubing shaped like a small funnel at the top and dra™ 
to a small opening at the bottom. (4) The receiver is an 18 X 150 mm, 
Pyrex culture tube No. 9820, to the open end of which is sealed the oute: 
part of a 14/35 joint. It is graduated at 3 cc. intervals. A smaller re- 
ceiver tube made fi-om a 13 X 100 mm. Pyrex culture tube ivith a 14/3S 
joint and graduated at 3 cc. is also necessary.® 

Ether. The ether should be distilled from glass almost daily, sinct 
it rapidly develops chromogenic substances upon exposure, which reaci 
with the diazo reagents. Distilled water containing a few drops of 0.1 > 
NaOH or 10 n H2SO4 can be extracted continuously with ether for severa 
hours without the production of such chromogenic material, if the top 0 
the condenser is kept closed with a solid glass stopper. 

Diazoiized color reagent. 25 cc. of the p-nitroaniline solution (1.5 gm. 0 
the crystalline material in 500 cc. of water containing 40 cc. of concen 
trated HCl) are added to 1.5 cc. of a 5 per cent sodium nitrite solution 
This reagent will remain clear and reactive for several days if kept ii 
the cold. 

Standard solutions of phenols and aromatic hydroxy acids for color com 
parison. A stock phenol solution is prepared by dissolving 1 gm. in 95 pe 
cent alcohol and diluting to 1000 cc. Various standards are then prepare! 
containing 0.001, 0.005, 0.01, 0.05, and 0.1 mg. of phenol per cc., respec 
tively, by proper dilution with alcohol of accurately measured amount 
of the stock solution. 

A stock solution of p-cresol in alcohol is also prepared containing 1 mg 
per cc. A stock phenol-p-cresol solution is prepared by diluting 10 cc. of th 
alcoholic phenol and 40 cc. of the alcoholic p-cresol to 100 cc. with alcohol 
Each cc. thus contains 0.5 mg. of phenol-p-cresol. Appropriate standard 
are prepared from this solution. 

A stock solution of p-hydroxybenzoic acid in alcohol is prepared con 
taining 1 mg. per cc. from which standards are prepared ranging fron 
0.001 to 0.1 mg. per cc. A solution containing 1 mg. of p-hydroxyphenyl 
acetic acid per cc. is also made up in alcohol. Dilute 16.67 cc. of th 
p-hydroxybenzoic acid and 50 cc, of the p-hydroxyphenylacetic acid stoc] 
solutions to 100 cc. wth alcohol. Each cc. contains 0.667 mg. of th 
mixed acids. Prepare appropriate standards by dilution with alcohol. 

Reaction of Diazotized p-Nitroaniline with Various Phenolic Bodies 

Diazotized p-nitroanilino, the color reagent, reacts with a variety o 
phenols and aromatic hydroxy acids. Therefore a preliminary study wa 
made of the shade and amount of color given by fractional millicquivalen 
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quantities of phenol, p-cresol, catechol, resorcinol, phloroglucinol, p-hj'- 
drovybcnzoic acid, p-hydroxyphenylacetic acid, and o-coumaric acid in 
which phenol was used as a standard for comparison. The various tests 
were performed under e.vperimental conditions similar to those described 
later in this paper for the determination of the phenolic bodies in urine. 

It was found that no consistent relationship e.xists between the molecular 
stmeture of the compounds studied and the amount of color given by them 
with the diazo reagents. Although equivalent quantities of phenol and 
p-hydrox\'benzoie acid gave the same amount of orange-red color, most of 
the compounds studied gave solutions of varjdng shades of brown, colors 
which could not be matched readily with the phenol standard. p-Cresol, 
the most abundant of the volatile urinary phenols, j-ielded a violet-brown 
color of an intensity about one-third that given by phenol. In addition, 
like experiments carried out in alcohol, water, alcohol-water, and alcohol- 
water-ether media gave different quantities of color. Ob'viously, the actual 
numerical value reported for the phenolic content of urine will depend on 
the composition of the standard used for comparison. 

PreliminaTy Experiments vrith Phenolic Compounds in Aqueous Solution 

Medium for Diazo Reaction — Prexdously it was suggested that the in- 
complete recovery' of phenol added to blood was due in part to loss during 
volatilization of the ether (1). Further experiments showed that when 1 cc. 
portions of various solutions are shaken with 5 cc. of ether and then sub- 
jected to evaporation, 33 to 50 per cent of the phenol and p-cresol and 5 to 
11 per cent of the catechol and resorcinol are carried away by the ether 
vapors. However, p-hydroxybenzoic, p-hydroxj'phenylacetic, and /S- 
rcsorcylic acids suffered no loss. Various e.xpedients including e.xtraction 
of the phenolic bodies from the ether with aqueous alkaline solutions 
proved cumbersome and unsatisfactory'. Finally it rvas found that these 
compounds could be determined directly' in the ether e.xtract by' the addition 
of alcohol, water, and the various diazo reagents. This innovation, the 
addition of alcohol to produce a homogeneous solution, has simplified the 
problem immensely'. 

Effect of pH on Extraction of Phenolic Bodies — ^Aqueous stock solutions 
of the various compounds undergoing this examination were prepared to 
contain 1 mg. per cc. Aliquot quantities were then transferred to 100 cc, 
flasks, water was added, and the pH‘ of the various solutions adjusted with 
0.1 X ISTaOH or x to values ranging from 1 to 12, and the contents 

then made up to 100 cc. 40 cc. of each solution, containing amounts of 

* AU pH values reported in this paper were obtained with a Beckman glass elec- 
trode pH meter, model G, manufactured by the National Technical Laboratories, 
Pasadena, California, 
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material varying from 0.005 to 1 mg., were transferred accurately to ex- 
tractors and e.xtracted continuously for 2 hours. The resultant ether ex- 
tracts were analyzed according to the procedures outlined later in this 
paper for urinary phenols. 

It was found that phenol and p-cresol in various concentrations are 
recovered quantitatively not only from acid solution, but from mildly 
alkaline solutions up to pH 10 to 10.5 as well. Catechol, resorcinol, and 
phloroglucinol are also completely extracted from acidified solutions, but 
in slightly alkaline media recoveries are frequently incomplete in the time 
allowed for the extractions. The more strongly acidic p-hydroxybenzoic, 
p-hydroxyphenylacetic, gallic, o-coumaric, and |8-resorcylic acids are not 
extracted from faintly alkaline solutions and even in slightly acid media 
recovery is poor. However, at a pH of 3 or lower, these acids are com- 
pletely extracted by the ether. 

The following experiments show that phenols and aromatic hydroxy acids 
can be quantitatively separated by ether extraction at selective pH. Ac- 
curate quantities of the aqueous stock phenols and aromatic hydroxy acid 
solutions were transferred to volumetric flasks, water was added, and the 
solutions adjusted to pH 10 (±0.2) with a few drops of 0.1 N NaOH and 
diluted to 100 cc. 40 cc. portions, containing the amounts of reactive 
bodies as given in Table I, were extracted continuously for 2 hours and the 
contents of the ether extracts analyzed by procedures outlined later for 
the urine phenols. 1 cc. portions of 10 n H2SO4 were added to each ex- 
tractor and the residues (now at pH 1) were subjected to extraction and 
analysis according to the procedures outlined later for the aromatic hydroxy 
acids in urine. The data in Table I show that such mixtures of phenol 
and p-cresol and the aromatic hydroxy acids can be readily separated and 
their respective concentrations quantitatively determined in the ether 
extracts. The diphenols were not completely extracted at pH 10 under 
these conditions. However, their concentration in urine is not large. 

Procedures for Analysis of Phenolic Bodies in Urine 

Procedure for Free Phenols — 20 cc. of urine are transferred to a 100 cc. 
volumetric flask, water is added, and the solution adjusted to pH 10 (±0.2) 
with 0.1 N NaOH and then diluted to the mark with water. 40 cc. are 
transferred to the coaxial extraction tube and freshly distilled ether (about 
9 cc.) is added until the ether layer just overflows the inner return tube. A 
few particles of pulverized porcelain (to prevent bumping) and about 3 cc. 
of ether are added to the small receiver tube, which is then attached to 
the extraction tube and immersed in water maintained at 70-75°. The 
solid glass stopper is placed loosely in the top of the condenser. Small 
bubbles of ether rapidly pass upward through the diluted urine. A rapid, 
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continuous extraction is maintained for 2 hours. The water bath is re- 
moved and the receiver tube allowed to cool for a few minutes. The ap- 
paratus is shaken gently irntU sufficient ether overflows the inner return 
tube to bring the contents of the receiver up to the 3 cc. mark. The ether 
e.xtract is now diluted with 5 cc. of 95 per cent alcohol. 5 cc. of an alcoholic 
standard containing 0.001 mg. of phenol and 0.004 mg. of p-cresol (0.005 


Table I 

Separaiion and Analysis of Known Mixtures of Phenols and Aromatic Hydroxy Acids 


Phenolic cosjpocad extracted 
at pH 10 


Arcsutic hydroxy acid extracted at pH 1 
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mg. of the mixture) and 5 cc. of another alcoholic standard containing 
0.003 mg. of phenol are pipetted into separate test-tubes. Now add 2 cc. 
of distilled water, 1 cc. of diazotized p-nitroaniline, and 3 cc. of 5 per cent 
sodium carbonate to each tube. All solutions and apparatus must be 
free from any contanaination. A straw-yellow color, not much greater 
than that given by a blank control, appears at once. The concentration of 
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these standards is usually sufficient for normal urine. Since the reaction 
shows poor proportionality at this low concentration, due mainly to the fact 
that the reagents themselves yield appreciable amounts of color, standard 
and unknown should have approximately the same concentration. When 
the solution stands longer than 10 minutes, color intensification occurs, 
owing to the continued reaction between the reagents. In more concen- 
trated solutions such as occur with the other urinary fractions, this color 
intensification is hardly noticeable. 

Procedure for Free Aromatic Hydroxy Acids — The reaction of the residue 
in the extractor, which has remained around pH 10 during the extraction, 
is reduced to about pH 1 by the addition of 1 cc. of 10 n H2SO4. To the 
large graduated receiver are added a few particles of pulverized porcelain 
and about 9 cc. of ether. Extraction is carried on for 2 hours. The 
extract is adjusted to the 9 cc. mark mth ether and then diluted with 15 cc. 
of alcohol. 8 cc. of this mixture are removed for analysis. 5 cc. portions 
of appropriate alcoholic standards, generally containing 0.1 mg. of phenol- 
p-cresol mixture, 0.133 mg. of p-hydroxj^benzoic-p-hydroxyphenylacetic 
acids, and 0.1 mg. of p-hydroxybenzoic acid, respectively, are transferred 
to separate test-tubes and 3 cc. of ether are added to each standard. All 
three standards need not necessarily be prepared. After addition of 2 cc. 
of water, 1 cc. of diazotized p-nitroaniline, and 3 cc. of 5 per cent sodium 
carbonate, maximal color development occurs at once and remains un- 
changed for nearly 30 minutes. The p-hydroxybenzoic acid standard 
yields an orange-red color and p-hydroxyphenylacetic acid a violet-brown 
color, but a 1:3 mixture of these two acids gives a reddish browui color 
similar to that given by the ether extract. Phenol-p-cresol also gives a 
good match. The reaction is complicated by the fact that the individual 
compounds produce different shades and amounts of color ivith the diazo 
reagents. Hence the numerical value reported for the urinary aromatic 
hydroxy acids, and other groups or fractions as well, will be an arbitrary 
figure, depending upon the standard used for comparison. The standard 
is placed at 20 mm. in the colorimeter. The values for each fraction are 
obtained by the usual colorimetry calculations. 

Accurate results are obtained only if the standard and unknown contain 
approximately like amounts of color. Frequently the ether extract may 
contain larger amounts of free hydroxy acids. In such cases a measured 
amount of the ether-alcohol extract is diluted to 8 cc. with a 3:5 ether- 
alcohol mixture; so that the required standard will not exceed 0.1 mg. of 
phenol-p-cresol mixture, for example. Otherwise values which are too high 
may be obtained. This point was observed particularly in experiments in 
which added p-hydroxybenzoic acid was being recovered from urine. 

The ether extracts a maximal quantity of free acids when the diluted 
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urine has a pH of 1. Progressively lower yields are obtained as the pH is 
raised. Second and even third extractions may contain a small but meas- 
urable amount of reactive acids. Although the temperature of the urine 
rises to 30-35° during the extraction, it was found that appreciable decon- 
jugation does not occur until a temperature well above 45° is attained and 
does not become complete imtil the temperature approaches 100°. This 
information was obtained by ahouing preparations of diluted urine at pH 
1 to stand for 2 hours at temperatures ranging from 20-100° before ex- 
traction with ether. Apparently acidified urine yields a small amount of 
slowly extractable but reactive material. This is not observed when hj'- 
drolyzed urine is ex-tracted. 

Procedure for Conjugated Phenols — The extracted residue is decanted into 
a 100 cc. flask (No. 4320)’ which has a 24/40 joint. The extraction tube is 
rinsed with two 10 cc. portions of water which are also poured into this 
flask. Several glass beads are added and the ether volatilized from a hot 
water bath. The flask is attached to a condenser and the contents gently 
boiled for 1 hour. After cooling, 11.2 cc. of N NaOH are added. Generally 
this amount of alkali will bring the hj'drolysate up to appro.ximately pH 
10. The solution is diluted with water to 80 cc. It is well to check the 
pH. 40 cc. are extracted rapidly for 2 hours vith ether. The extract is 
made up to 9 cc., diluted with 15 cc. of alcohol, and 8 cc. are removed for 
analysis. 5 cc. portions of alcoholic standards containing 0.1 mg. of the 
phenol-p-oresol mixture and 0.05 mg. of phenol, respectively, are transferred 
to separate test-tubes containing 3 cc. of ether. After addition of the 
diazo reagents a deep reddish brown color immediateb' dei’elops and 
matches well that given bj' the phenol-p-cresol standard, but does not 
match the orange-red color of the phenol nor the broum color of the p-cresol 
standards. 97 to 100 per cent of the deconjugated phenols is removed by 
the 2 hour extraction. Hence a second extraction is not necessary'. 

Procedure for Conjugated Aromatic Hydroxy Acids — 1 cc. of 10 x H-SO^ is 
added to the residue, e.xtraction continued for 3 hours with 9 cc. of ether, 
and the extract then analyzed according to the procedure for the free 
aromatic acids. A second extraction is unnecessary'. If the residue is 
removed, hydroly'zed for an additional hour, and again extracted, ap- 
preciable quantities of reactive bodies are not obtained. Hence the initial 
hydrolysis produces complete deconjugation. 

Procedure for Total Phenols and Aromatic Hydroxy Acids Together — 20 cc. 
of urine and 22 cc. of n HjS 04 are transferred to a volumetric flask and 
diluted to 100 cc. with water. The pH vill be close to 1 . The contents are 
poured into a 200 cc. flask (No. 4320).’ A few glass beads are added and 
the contents refluxed gently' for 1 hour. A slight decrease in acidity' occurs 
owing to conversion of urea into ammonia. 
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During hydrolysis, the diluted urine acquires a straw color, which is 
partly soluble in ether. Occasionally an additional ether-soluble pmk pig- 
ment is formed which seems to react wth the diazo reagents. It has been 
suggested that resorcinol may give a red substance with indoxyl under these 
conditions (3). These pigments do not offer serious interference, however. 

10 cc. of the cooled hydrolysate, 1 cc. of 10 n HjSO^, and 30 cc. of water 
are extracted for 3 hours. The extract is made up to the 9 cc. mark and 
diluted Avith 15 cc. of alcohol. After addition of the usual reagents to 8 cc. 
of this solution, a deep reddish brown color develops which matches well 
that given by the phenol-p-cresol and by the p-hydroxybenzoic-p-hydroxy- 
phenylacetic acid standards, but not those prepared from the individual 
compounds. 

Maximum yields of phenolic bodies are obtained folloMng hydrolysis 
for 1 hour at pH 0.5 to 1. However, at pH 2 and higher deconjugation is 
incomplete. 97 to 99 per cent of the total phenols and aromatic hydroxy 
acids in the hydrolysate is removed by 3 hours of rapid extraction with 
ether. 

Procedure for Separalion and Determination of Total Phenols — 50 cc. of 
hydrolysate are pipetted into a volumetric flask containing about 35 cc. of 
water. This solution is then adjusted to pH 10 (±0.2) by the addition of 
11.7 cc. of N NaOH. It is well to check this value before final dilution to 
100 cc. 40 cc. of the alkalinized hydrolysate are extracted for 2 to 3 hours 
in the usual manner. The extract is made up to 9 cc., diluted with 15 cc. 
of alcohol, mixed, and 8 cc. removed for analysis. The addition of 2 cc. of 
water and the diazo reagents produces a deep, reddish brown color which 
matches perfectly that given by a phenol-p-cresol standard having the 
same concentration of reactive material. The orange-red color yielded by 
a phenol standard makes a poor match, however. 

Procedure for Determination of Total Aromatic Hydroxy Acids — 1 cc. of 
10 N H2SO4 is added to the residue and extraction resumed for 3 hours. 
The extract is made up to 9 cc., 15 cc. of alcohol are added, and 8 cc. re- 
moved for analysis. The deep reddish bro\vn color which develops gives a 
perfect match with the phenol-p-cresol or the p-hydroxybenzoic-p-hy- 
droxyphenylacetic acid standards, but not with the individual standards. 

Effect of Standing at Room Temperature and at Ice Box Temperature on 

Urinary Phenolic Bodies 

A fresh 24 hour specimen of urine (1000 cc.) was subjected to complete 
analysis according to the various procedures outlined above. Then part of 
the urine was allowed to stand at room temperature (15-36°) and the re- 
mainder in the refrigerator in glass-stoppered bottles. Samples were re- 
moved from each bottle after 2, 6, 15, and 27 days for analysis. In some 
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cases phenol determinations were also made bj^ the Folin-Denis method 
(4). Table II clearly shows that, even after 27 days, no appreciable change 
in the concentration of the various phenolic and aromatic hydroxy acid 
fractions occurs in the refrigerated urine. Likewise no change takes place 
for at least 2 days in the urine kept at room temperature. The most no- 
ticeable change which occurred in that urine, thereafter, was a progressively 
enormous increase in the free phenols, the concentration rising from 0.7 to 
82 mg. of phenol-p-cresol at the end of 27 days. This increase ivas due 
mainly to deconjugation and possibly some tj'rosine decomposition, since a 
moderate increase in total phenols also occurred. No change in the total 
aromatic hydroxy acids was observed, although some deconjugation is 
evident. These observations are quite in contrast to reports (5, 6) that the 
aromatic hydroxy acids arc converted into free p-cresol and phenol in urine 
standing 5 to 6 days. 

Recovery of Phenol and p-Hydroxybenzoic Acid Added to Urine — ^The free 
phenol and aromatic hydroxy acid content of a specimen was determined in 
the usual manner. Measured amoimts of aqueous phenol and p-hydroxj'- 
benzoic acid stock solutions were added to 20 cc. portions of the same urine. 
The solutions were made up to pH 10 and diluted to 100 cc. 40 cc. portions 
were then analyzed as above. 

Table III shows that good phenol recoveries were effected regardless of 
the amount added to the urine. p-Hydroxybenzoic acid recoveries were 
fair, but tended to be high. This irregularity may be due to the fact that 
the standard had an orange-red color, whereas the urine preparation con- 
taining a mixture of compounds was orange-brown. In the more concen- 
trated urines, an aliquot of the extract (to which alcohol was added) had to 
be diluted with the ether-alcohol mixture before analysis in order to secure 
accurate results. 

Analysis of Ten 2^ Hour Specimens of Normal Urine — ^The maximal, 
minimal, and average values obtained for each of the seven urinarj' groups 
are given in Table IV. It is at once apparent that the free phenols are 
negligible in amount (0.2 to 0.4 mg. of phenol per 24 hour specimen). The 
conjugated phenols average 30.7 mg. of phenol or 63.9 mg. of phenol-p- 
cresol as compared to 30.6 and 65.7 mg., respectively, for the total phenols 
when determined together on the hydrolyzed urine. Of the total aromatic 
hydroxy acids, approximately two-thirds occurs free and one-third con- 
jugated. Thus the free aromatic hydroxy acids for the ten 24 hour speci- 
mens average 75 mg. and the conjugated acids 41.5 mg., making a total of 
116.5 mg. as p-hydrox-j’benzoic-p-hydroxj'phenylacetic acids, as compared 
to 107.7 mg. when determined together. These relations check irith the 
fact that the phenols are toxic, whereas the aromatic hydroxy acids arc 
relatively non-toxic. The average value for the total phenolic bodies is 
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161 mg. of phenol-p-cresol or 78.4 mg. of phenol as compared to 356 mg. of 
phenol obtained -with the Folin-Denis (4) method on unextracted urines. 
The average for the sum of the free phenols, free aromatic hydroxy acids, 
conjugated phenols, and conjugated aromatic hydroxy acids checks well 
with the average value obtained for the total bodies when determined 
together. 


Table II 

Effect of Standing at Room Temperature and at Ice Box Temperature on the Various 

Urinary Phenols 


All determinations by the ether extraction methods are recorded as mg. of phenol- 
p-crcsol per 1000 cc. of urine. All determinations by the Folin-Denis method are 
recorded as mg. of phenol per 1000 cc. of urine. 
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Table III 

Kccoticry of Phenol and p-Hydrox\jbcnzoic Acid Added to Urine 


The values (except per cent recovery) are expressed as mg, per 1000 cc. of urine. 


Eiper!- 

ment 

No. 

Free 
phenol 
in urine 

4 

Phenol 

added 

ft 

Phenol 

found 

Phenol 

recov- 

ered 

Per cent 
recovery 

Free 
^-hy- 
droxy- 
benzoic 
acid in 
urine 

f-Hy- 

uroxy- 

benzoic 

acid 

added 

p-'Hy- 

droxy- 

bcnzoic 

acid 

found 

p.Uy~ 

droxy- 

bcnzoic 

acid 

recov- 

ered 

Per cent 
recovery 

1 


150 

145.0 


96.3 

95.0 

11 

267 

172 

Hill 

2 


25 

24.5 

24.0 

96.0 

55.0 

■ 1 

113 

58 

BKI 

3 

0.5 

5 

5.4 

4.9 

98.0 

50.0 

25 

77 

27 

108.0 

4 

0.3 

2 

2.0 

1.7 

85.0 

50.0 

25 

76 

26 

104.0 


It is obvious that the actual values reported for any group depend upon 
the method and the composition of the standard used for comparison. 
Thus, the values (as phenol) for the total diazo-reactive bodies, obtained by 
the Folin-Denis method directly on the urines, are approximately double 
the values obtained by the present ether extraction method for total phen- 
olic bodies, when reported as phenol-p-cresol, and about 4 times these values 
when reported as phenol. 








































Tahle IV 

Compleic Anahnia of Ten 24 //oiir Specimens of Normal Human Urine {Mg. per 24 Hour Specimen) 
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DETERMINATION OF URINE PHENOLS 


SUMMARY 

An analytical method for urine phenols is described in which these bodies 
are extracted with ether at selective pH and then determined directly in the 
various ether extracts with diazotized p-nitroaniline. The extractions are 
carried out in an all-glass apparatus which utilizes a newly designed coaxial 
extraction tube. The ether-soluble phenolic bodies in the urine are separ- 
ated into seven groups: free, conjugated, and total phenols; free, con- 
jugated, and total aromatic hydroxy acids; and finally, total phenolic 
bodies. An important innovation, dilution with alcohol, made possible the 
determination of these groups of compounds directly in the ether extract. 
Recovery of phenols and aromatic hydroxy acids added to aqueous solu- 
tions and to urine was effected in a satisfactory manner. 

It was found that various phenolic compounds give different shades and 
quantities of color with the diazo reagents; hence the actual numerical 
value for the various groups of urinary phenols obtained by the reported 
procedures depends upon the standards used for comparison. 

Appreciable changes in the concentration of the various groups of urinary 
phenolic bodies are not observed in urine kept in the cold, even after 27 
days. After 2 days at room temperature, however, the concentration in 
free phenols increased greatly. Conversion of aromatic hydroxy acids into 
p-cresol and phenol under these conditions, as stated in the literature, was 
not observed. 
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CONCERNING THE RE^rERSIBLE INACTIVATION OF PROLAN 
Br FRITZ BISCHOFF 

{From the Chemical Laboratori/, Santa Barbara Cottage Hospital liesearch Institute, 

Santa Barbara) 

(Received for publication, July 6, 1942) 

Bowman (1) has reported that the activitj' of prolan, which has been 
decreased by boiling in aqueous solution, can be restored by exposure of the 
heat-treated material to hydroquinone at pH 8.5. The as.sumption is 
made that the inactivation by heat is the result of oxidation. The large 
percentage of recovery (between 33 and 50 per cent) of active material 
after boiling half an hour is contrary to the findings of other experimenters, 
who report considerably less than 10 per cent recovery and as low as a 
fraction of a per cent (2^). The chemical picture of a reversible oxidation 
is an extremely interesting one; we have attempted without success to 
confirm it. 


EXPERIlIENT.-iL 

A relatively crude prolan to conform with that used by Bowman was 
selected. The absence of estrogenic substances was assured by a negative 
uterine weight response in five castrated rats dosed with 4 times the maxi- 
mum amount of material administered in any of the assaj's. The castrated 
rats were of the same age as the rats used for assay of prolan and the 
material was administered in exactly the same manner that was used for 
the latter assay. 

The results of the experiments are shown in Table I. 

Uterine weight increase served as the objective measure for assa}* of 
prolan. Female rats of the Evans strain, 22 days old, received three injec- 
tions on successive days. The uteri were weighed 76 hours after the initial 
dose. Nine to eleven rats were used per dosage level in each assay. The 
dosage cur\^e for 0, 0.01, 0.02, and 0.03 mg. per rat is given in Experiment I 
and served as the standard assaj' curve. In all crucial experiments the 
assay comparison is made between litter mates. 

Since precipitation of the material treated with hydroquinone entails the 
assumption that chemical treatment has not changed the solubility proper- 
ties, two experiments (Nos. IV and V) are included in which the treated 
material is diluted after the reaction time and given immediately. This 
procedure was controlled by adding hydroquinone to prolan just prior to 
dosage (Experiment II). Finall 3 ' it was necessarj- to ascertain what effect 
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REVERSIBLE INACTIVATION OF PROLAN 


liydroquinone had upon prolan which had not been subjected to heat 
treatment. The heat inactivation of prolan was performed at 99°, pH 6.0, 
in isotonic phosphate-NaCl solution. The liydroquinone was employed in 
1 per cent solution for 30 minutes at pH 8.5. 


Table I 

Trcalmcnt of Prolan with Hydroquinone before and after Heat Treatment 


Ex- 

peri- 

ment 

No. 

Treatment of prolan 

Dose 

of 

prolan 
per rat 

Uterine 
weight, 
mean and 
standard 
deviation 
of mean 

Re- 

covery 

Limit 
of per 
cent de- 
viation 
19 of 20 
times 



ms. 

tng. 

per cent 



Assay of untreated material 

0 

16 ± 1.0 





0.01 

26 ± 3.5 





0.02 

63 ± 8.4 





0.03 

99 ± 5.7 



II 

Untreated prolan, hydroquinone before ad- 

0.03 

93 ± 8.0 

93 

±20 


ministration 

Hydroquinone 30 min. 

0.03 

36 ± 5.0 

45 

±11 

III 

10 min. at 99°, acetone pptn. 


45 ± 7.5 

4 

±1 


10 “ “ 99°, hydroquinone 30 min.; ace- 

m 

29 ± 5.2 

3 

±1 


tone pptn. 





IV 

10 min, at 99° 


34 ± 4.2 

4 

±1 


10 “ “ 99° 

0.6 

94 ± 6.5 

5 

±1 


10 " “ 99°, hydroquinone 30 min.; dilu- 

0.3 

21 ± 2.1 

<3 



tion, immediate administration 





■1 

2 min. at 99° 


24 ± 2.5 

5 

±1 


2 “ “ 99°, hydroquinone 30 min.; dilu- 

IB 

18 ± 0.8 

<5 


■ 

tion, immediate administration 






Results 

Experiments III and IV indicate that prolan heated in isotonic aqueous 
solution, pH 6.0, for 10 minutes loses 96 per cent of its activity. The three 
assay determinations agree uithin 1 per cent, this value being equivalent 
to twice the standard deviation of the mean. Reduction of the time of 
heating to 2 minutes still produced 95 per cent inactivation (Experiment 
V). Exposure of the heat-treated material to hydroquinone produced 
a lesser response to uterine stimulation in all cases (E.xperiments III, R", 
V). The difTcrence in response is significant in Experiments IV and V. 
Unheated prolan exposed to 1 per cent hydroquinone solution for 30 
minutes lost approximately half of its activity (Experiment II). No loss 
of activity was detected when hydroquinone was added to prolan just prior 
to administration to the assay animals. 
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StiXI5L\RY 

In agreement -ttith the findings of a numbei of workers, it was found that 
prolan lost more than 90 per cent of its biological acti\-ity on heat treatment 
at 99° in aqueous solution in as short a penod as 2 minutes. 

The biological actmty of both intact and heat-treated piolan was de- 
creased by treatment with hj'droquinone at pH 8 5 for 30 minutes. 

The reversible inactivation of prolan has not been confirmed. 
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URINAKY METABOLITES OF SODIUIM SALICYLATE* 

Bt ELEANOR M. ICAPP and ALVIN F. COBIiRN 

{From Ihe Departments of Biochemistry and Medicine, College of Physicians and 
Surgeons, Columbia University, Neio York) 

(Received for publication, July 24, 1942) 

Salicylates have been used empirically in the treatment of rheumatic 
fever for half a century, • yet the mechanism underljing their therapeutic 
effects is still obscure. We have sought to identify the metabolic products 
in the urine following salicylate administration to human subjects. In 
this work existing methods of estimation had to be considerably modified 
for routine analytical purposes. The present paper deals with the identi- 
fication and amounts of salicyl derivatives occurring in the urine of human 
subjects taking sodium salicylate, including individuals free of infection 
and rheumatic subjects uith active disease. 

EXPERIMEXTAI. 

No dietary restrictions were imposed on the subjects. Urine specimens 
were collected without preservative, kept at room temperature, and de- 
livered to the laboratory’ within 24 hours of collection. Specimens which 
had to be kept for longer periods were refrigerated. 

Analylical Procedure for Total SalicyP — 10 ml. of whole or diluted urine 
plus 3 ml. of concentrated HCl are boiled under a reflux for 3 hours. The 
hydrolj'sate is cooled and extracted with ether for 1 hour in the continuous 
extraction apparatus of Quick (1). To the ether extract are added 3 ml. 
of N NaHCOj and about 5 ml. of water. The ether is evaporated and the 
aqueous residue boiled for about 5 minutes in order to drive off any volatile 
phenols and other neutral products which might interfere with the bromina- 
tion procedure. The hot solution is weakly acidified with sulfuric acid and 
diluted to about 35 ml. The bromine consumption- is then determined 

* The work reported in this communication was carried out under a grant from the 
W. K. Kellogg Foundation. 

The data in this paper are taken from a thesis submitted by Eleanor M. Kapp 
in partial fulfilment of the requirements for the degree of Doctor of Philosoph}’ in 
the Faculty of Pure Science of Columbia University. 

•The term "salicyl” will be used throughout this paper to refer to the o-hy- 
droxybenzoyl group, which may occur either as free salicylic acid or as some con- 
jugated product. 

• Smalt amounts of ether-soluble bromine-absorbing material were found in the 
urines collected before medication, and in a control series (about twenty-four speci- 
mens) from unmedicated subjects. It was assumed that equal amounts of similar 
non-salicyl matter would be present in ether extracts from all specimens. 
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URINE METABOLITES OF SODIUM SALICYLATE 


according to the procedure of Quick (2); 10 ml. of 0.2 n bromate are or- 
dinarily enough. 

The specificity of the above analysis is, greatly enhanced by extraction 
of the salicylic acid with petroleum ether (boiling range 37-40°). Negli- 
gible amounts of adventitious bromine-absorbing matter are carried over 
into such extracts. However, as this procedure requires 18 to 24 hours 
instead of 1 hour, its routine use was limited to the estimation of salicylate 
excreted as such (described below) and in certain other experiments where 
a high degree of specificity was required. 

Fractionation of Urine — To 15 ml. of urine in an extraction cylinder are 
added 0.5 ml. of 5 N H2SO4 and enough 10 per cent sodium tungstate to 
precipitate all foam-producing substances. 2 drops suffice for a normal 
urine, but specimens from patients mth fever sometimes require as much 
as 20 drops (and additional acid to keep the final pH below 3). The mix- 
ture is extracted continuously ivith ether for 90 minutes. The extract is 
designated E and the aqueous residue R. 

The e.xtract E is freed of ether, taken up in water, acidified Avith sulfuric 
acid to pH 3 or lower and extracted continuously with petroleum ether 
(boiling range 37-40°) for at least 18 hours. The extract (F) is treated 
vith sodium bicarbonate, boiled, neutralized, and brominated as described 
under the procedure for total salicyl. The petroleum ether-insoluble 
residue (G) is reduced in volume to 10 ml. and boiled for 3 hours under a 
reflux with 3 ml. of concentrated HCl. The resulting hydrolysate is then 
treated exactly like the hydrolysate in the procedure for total salicyl. 
The ether-insoluble residue from this last extraction is evaporated to dry- 
ness and used for the estimation of glycine. 

The residue R is freed of dissolved ether bj^ cautious warming and stirring 
in a water bath at G0°. The salicylic acid combined in it may be separated 
by either of the following methods: (a) Hydrolysis of whole residue by 
addition of 3 ml. of concentrated HCl and heating in a steam bath for 40 
minutes. The procedui-e thereafter is the same as that outlined for total 
salicjd. When other is employed for the final extraction, the results are 
designated R; values obtained with petroleum ether are designated R'. 
(5) Conjugated material is separated from unhydrolyzed residue R by 
extracting four times with 10 ml. portions of butanol. The combined 
extracts are freed completely of solvent by vacuum distillation, and the 
gummy residual matter is taken up in water, filtered, and made up to 25 ml. 
Aliquots of the resulting solution are then hydrolyzed and analyzed for 
salicyl by procedure (a) above, other being used for the final extraction. 
Procedure (6) yielded values which agreed well iv-ith those referred to as R'. 

Estimation of Glycine — This was carried out by Quick’s procedure (1) 
modified by the use of brom-thjmiol blue alone instead of neutral red and 
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phenolphthalein. This modification was of considerable advantage, as 
the solutions were frequently yellow or brownish even after treatment 
with charcoal. 

Isolaiion and Properties of Salicyl Derivatives 

Salicylic acid was identified by melting point (156-157°) and color 
reactions. 

Salicyluric acid was isolated by the procedure of Quick (3) from the 
urine of a normal subject who had taken 3.5 gm. of sodium salicylate by 
mouth, in divided doses, on each of 2 successive days. After several 
reciystallizations from water, two such preparations contained 6.79 and 
7.38 per cent of N (theory 7.18), melted at 168.5° and 170.5°, and did not 
depress the melting point (168.5°) of a synthetic sample. 

Analytical Separation from Salicylic Acid — A solution of 2.67 mg. (0.0193 
msi) of salicylic acid and 3.66 mg. (0.0188 msi) of synthetic salicyluric acid 
in 20 ml. of water was acidified with sulfuric acid and extracted continu- 
ously with petroleum ether (b.p. 37—40°) for 12 hours (Extract 1) and then 
for 2 hours with ethyl ether (Extract 2). 

Extract 1 — Br capacity equivalent to 0.01S4 msi salicylic acid 

K content “ “ 0.0005 “ salicyluric acid 

Extract 2— Br capacity “ “ 0.0200 “ 

N content “ “ 0.0190 “ 

Reaction with Bromine — ^The bromine consumption of salicyluric acid, 
reported by Quick (3) as 2Br- per mole, was found to be at this level only 
when bromination was carried out at a reduced temperature. A 10 minute 
e.xposure to free bromine at 10° gave quantitative dibromination, whereas 
at 25°, under conditions suitable for the complete tribromination of salicylic 
acid, 15 to 20 per cent of the salicyluric acid present was converted to 
tribromophenol. It was therefore impossible to draw conclusions from the 
bromine capacity of a mixture of salicylic and sahcyluric acids, as the con- 
ditions necessary' for their quantitative bromination did not coincide. 

The reaction of salicj'luric acid with bromine was not applicable to the 
estimation of this substance in rmhydrolyzed G fractions, because of the 
presence of other bromine-absorbing substances which not only raised the 
titer but also produced unstable end-points in the thiosulfate titration. 
Figures obtained from the bromine capacity of unhydrolyzed G fractions 
at 10° (calculated on the basis of 2Br; per mole) were consistently higher 
than those obtained from the bromine capacity at 25° (calculated as 3Br; 
per mole) of the ether-soluble material extracted after hydrolysis. Tlic 
latter results were much closer to the figures for glycine. For this reason, 
hydrolysis and extraction with ether were adopted for the routine deter- 
mination of salicyl in the G fraction. 
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Titration with Base — Quick (3) reported that 1 equivalent of salicyluric 
acid required 1.24 equivalents of sodium hydroxide to bring it to a phenol- 
phthalein end-point. The enhancement of the dissociation of the phenolic 
hydroxyl by conjugation of the carboxyl in peptide linkage is sho^vn by the 
titration curve of salicyluric acid (Fig. 1), which can be titrated as a mono- 
basic acid to an end-point of pH 5.9. Strict diequivalence was obtained 
with a phenolphthalein end-point by titrating in 95 per cent ethyl alcohol 



Fig. 1. Titration curves of s.alicyluric acid and related compounds. 5 ml. of 
0.0038 M solution in water titrated with 0.1 m NaOH. The curve for salicylamide is 
displaced 1 whole equivalent to the right, to facilitate comparison with the analogous 
part of the salicyluric acid curve. 

vdth barium hydroxide. The insolubility of barium salicyluratc allows 
the phenolic hydroxyl to react to completion. Salicylic acid titrates as a 
monobasic acid under both conditions. 

Titration curves for salicylic acid, salicylamide, and hippuric acid are 
included for compari.son. From the values (Table I) of pK, determine 1 
graphically, it can be seen that in salicyluric acid and salicylamide the 
phenolic group is appreciably ionized tvithin physiological pH limits. 



E. M. KAPP AND A. F. COBORN 


553 


Absorption spectra of salicyluric acid were determined at pH levels cor- 
responding to various degrees of ionization of one or both dissociable hj*- 
drogen atoms, and are given in Fig. 2. The degree of ionization of the 
carboxj-l hydrogen had no effect on the position of the absorption maxi- 
mum. A curve made at pH 5.8 (in 0.01 Jt phosphate buffer) was verj- 
similar to the cur\'e for pH 2.0. It had its maximum at 2990 A., and a 
slightly lower extinction coefficient. However, complete ionization of the 
phenolic group (pH 9.4, 0.01 m borate-KCl buffer) involved a shift of the 
maximum to 3280 A., and an increase in e from 3680 to 5900. Further 
increase in pH (material dissolved in excess 0.01 n NaOH) produced no 
further shift of the maximum. According to the titration curve (Fig. 1), 
the phenolic group should be about 35 per cent ionized at pH 8, and the 
absorption spectrum verifies this calculation. The experimental cun'e 
obtained at pH 8 is shown in Fig. 2. A few points were calculated for a 
65:35 composite of the cur\-es for pH 2 and 9.4, respectively; they lie 
close to the experimental cuix'e. 


Table I 

Distocialion Constants of Salicylic Acid and Related Compounds 


Sabsunce (0 0033 Ji) 

pK. COOH 

pS, OH 

, This paper 

Other 

worim 

This paper 

1 Other worhm 

Salicylic acid 

3.13 

2 99 (4) 


! > 13 (5) 

Salicyluric acid 

3.61 




Salicylamide . . 




.Acid reaction (6) 

Hippuric acid . 

3 74 

3.64 (4) 




Geniisic Acid and Related Compounds — During the recrystallization of 
samples of urinary' salicyluric acid it was observed that the aqueous mother 
liquors gave a transient blue color with ferric chloride. The product re- 
sponsible for this reaction could be separated from salicyhc acid by boiling 
vith hydrochloric acid and successive extraction vith petroleum ether and 
vith ether. The ether-soluble material so obtained, on repeated recrystal- 
lization from mixtures of ethyl acetate and toluene, jnelded a pale yellow- 
product which melted at 198-200°. This, on sublimation in a high vacuum, 
followed by recrystallization, j*ielded a colorless product which melted at 
202-203° and did not depress the melting point of an authentic specimen 
(m.p. 202°) of gentisic acid (7). 

.Ana/ysis — C tHiO). Calculated, C M 5, H 3 9; found,* C 54 7, H 4.3 

The methyl ester had a melting point of 85-86°, unchanged on admixture 
with an authentic sample (7). 

* ^ficroanalyses were obtained through the courtesj' of Mr. W. Saschek. 
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Gentisic acid behaves as a monobasic acid. Its titration curve (Fig. 3), 
determined ivith the glass electrode, indicates a pK of 3.32 and shows no 


AA 2600 £800 3000 3200 3400 3600 

Fig. 2. Absorption spectra of salicyluric acid at various pll levels. © indicates 
points calculated for pH 8, as explained in the text. 
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evidence of dissociation of phenolic lij'droxjd groups below pH 9.5. Its 
ultraviolet absorption spectrum in aqueous solution (Fig. 4) shows a maxi- 
mum at 3225 A. with a molecular extinction coefficient of 3750 = 115, and 
a strong end-absorption below 2500 A.; satisfactorj' coincidence was ob- 
served with sj-nthetic and uiinarj- samples. 

The reduction of alkaline cupric solutions, carried out according to the 
Shaffer-Hartmann procedure for blood sugar, was used for assay purposes, 
and the titration was standardized empirically against pure gentisic acid. 
In Fig. 5 is shown the relation between millimoles of reducing substance 
and ml. of 5 rmi thiosulfate; and for comparison are included data for hy- 
droquinone and p-aminophenol. The reducing power of gentisic acid was 



Fig. 3. Titration curves of oxidized derivatives of salicylic acid. O gentisic acid, 
0.020 mil in water; • f/raminzaficylsdure, 0.009 msi in water. 

veiy similar to that of hydroquinone; p-aminophenol was less than half 
as potent. 

Gentisic acid in aqueous solution reacts quantitatively with bromine 
under almost the same conditions as salicyluric acid. However, in this 
case the reaction must be carried out at 0°. 4 atoms of bromine are used 
Up per mole of gentisic acid. 

The excretion of gentisic acid bj’ human subjects after ingestion of large 
amounts of salicylate was apparently discovered bj' Baldoni (8), who did 
not recognize its identity. IS'euberg (9) isolated a similar substance from 
the urine of dogs which had been given lithium aspirin and recorded his 
belief that it was gentisic acid. Angelico (10) later confirmed Baldoni ’s 
observation and identified the product as gentisic acid. 

Another compound giving a transient blue color with ferric salts was 
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separated by fractional crystallization from aqueous mother liquoi’s of 
salicyluric acid. After the removal of gentisic acid bj' rccrystallization 
from mixtures of ethyl acetate and toluene, it melted at 169-170°. It con- 
tained nitrogen and reduced alkaline cupric solutions. The color formed 
with iron salts was deep blue wth a purplish tinge, fading to brown, whereas 
the color given by gentisic acid is a bright blue with no trace of purple, 
fading to yellow. Only 100 mg. were isolated from the combined etherex- 



tracts of several days urine. The behavior of this substance and its com- 
position agreed well with Baldoni’s data for Uraminsalicylsciure, isolated 
from the urine of dogs, and there is every reason to suppose that they are 
the same. 

ylnaJi/sts— C,eH.,NOa (347). Calculated. C 55.3, H .3.8, N 4.0 

Found.’ *' 55.0, “ 4.C, “ 4.0 

Baldoni’s values (8) indicate C 54.3, H 4.8, N 3.7. 
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A 1.3G mg. sample (0.00392 niM of CuIIuXOs) .<howc<l by the Shaffer- 
Hartmann method the same reducing power as 0.0039 mxt of gentisic acid. 
On bromination at 0° for 15 minutes, exactlj* 4 moles of bromine were con- 
sumed per atom of nitrogen. The titration cur^'e (Fig. 3) indicates the 
presence of one weak (pK 8.3) and two .strong (pK 3.8) acid groups per 


ni of 5 m-M ThiosulFate 



Fig. 5. Calibration curves for the Shaffer-Hartmann titration as applied to the 
estimation of gentisic acid and related substances. 

atom of X. The combined data are in accord with the properties expected 
for a compound of glj’cine and salicylic and gentisic acids, such as 
HOC<H<CO • X (CHiCOjH) - C6H:(OH);CbOH. Lack of material prevented 
further exploration of this formula. 

SahcylgluGuromc Acids — ^Repeated attempts to isolate such substances 
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have failed. The data to be presented here were secured from fractions 
obtained by extraction with butanol. These fractions, designated R', 
were hydrolyzed with 6 per cent HCl on the steam bath for 40 minutes 
and analyzed for salicyl by the usual technique and for glucuronic acid by 
a method recently reported (11). The findings (Fig. 6) showed molecular 
ratios of 1:1 for glucuronic acid to salicylic acid in all four extracts, and 
indicated that the conjugated derivative could be separated quantitatively 
from urine by four extractions ivith butanol. 

The qualitative Tollens reaction is given by both glucuronic and galac- 
turonic acids, but their rates of reaction with naphthoresorcinol are quite 
different (11). The rates of color development of butanol-soluble prepara- 
tions from four different subjects (Fig. 7) corresponded satisfactorily with 
the curve for glucuronic acid. 



Fig. 6. The course of extraction by butanol of combined salicyl and glucuronic 
acid from ether-extracted urine. X mM of salicyl in the extract (estimated as free 
salicyl after hydrolysis) ; • mM of glucuronic acid in the extract. 

Although it has not been found possible to isolate a pure salicylglucuronic 
acid, data obtained on butanol extracts have furnished suggestions as to 
the type of linkage involved. A variable proportion, sometimes all, of the 
salicyl in such fractions was found to be liberated on treatment wth alkali. 
In the few urines with pH 7.4 or higher when delivered to the laboratory, 
the R fractions were noticeably low in comparison with more acid specimens 
from the same subjects. The effect was reproduced experimentally in 
specimens wth pH values between 6 and 7 by heating duplicate urine 
samples with sodium hydroxide prior to the routine fractionation. The 
salicyl lost from the R fraction by this operation was recovered in theF 
fraction. And finally, the butanol extract itself was shown to be hy- 
drolyzed by heating at pH 10 to 11. This behavior is analogous to that of 
benzoylglucuronic acid (12, 13). 

In some specimens, part of the butanol-soluble fraction was not alkali- 




E. M. KAPP ANT) A. T. COBURN' 


559 


sensitive but was hydrolyzable by acid. Instances of both types are re- 
corded in Table II. From this it would seem that the conjugation of 
salicyl nith glucuronic acid occurs in more than one way. It is of interest 



Hours of heatin<^ With flaph+horesorcinol 


J. Color development in relation to time of heating with naphthoresorcinol. 
The solid curve denotes pure glucuronic acid; the dash curve, pure galacturonic acid. 
• butanol-soluble material, subject M; X subject S; O subject B; A subject .A. 


Tabi-e II 

Amounls of Salicyl in Butanol-Soluble Preparations (R') Set Free by Heating in 
Alkaline and Acid Media 


Subject 

Salicyl set free by 
hydrolysis with 

Resmka 

KaOH 

(pH 

10-11) 

, 6 per 
cent 
! HD 

CD 

i«r. 

12 

25 

Pool of several preparations of butanol-soluble material 

KE 

16 

13 

CC <1 (1 «* 


25 

38 ; 


\\ J 

69 

68 

1st 12 hrs. after intravenous medication 

OG 

32 

57 1 

2nd 12 “ “ “ " 

23 

38 

1 



that Quick (2) isolated a diglucuronide of p-hydroxybenzoic acid, from 
nhich 1 glucuronic acid residue could be split by alkali, whereas the other 
required acid for hydrolysis. It seems probable that a similar dual func- 
tion of salicylic acid is here involved. 
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Recovery and Rate of Excretion in Normal Subjects 

Brief Courses of Medication by Mouth — 2 or 3 gm. of sodium salicylate 
(equivalent to 60 to 100 mg. of salicyl per kilo of body weight) were ad- 
ministered in 1 gm. doses at 4 hour inteiwals to several afebrile non-rheu- 
matic children. 24 hour urine samples were collected for 1 day before the 
dose and for several days thereafter, and analyzed individually for total 
salicyl content. From 70 to 85 per cent of the dnig given was recovered 
from the urine of normal subjects following a single dose. Not more than 



Days Days 


I.Z 


1.0 

.8 


.8 


.4 


.2 


CD Fraction F vm Fraction 0 b Fraction R 
Undifferentiated total bromine -absorbinq substances 

Fig. 8. The daily excretion of salicyl by normal subjects. The arrows indicate 
the administration of 1 gm. doses of sodium salicylate, equivalent to 0.9 gm. of 
salicyl. 

half the dose was excreted in the first 24 hours (Fig. 8). These obsei-vations 
confirm those of Nencki (14), Hanzlik ct al. (15), and Holmes (16). 

Single Dose, Administered Intravenously — In order to eliminate the 
delay in absorption after oral administration, a healthy 13 year-old boy was 
given 1.25 gm. of sodium salicylate intravcnou.sly. The urine was collected 
in two 12 hour specimens for the 1st day, and as 24 hour specimens there- 
after. 60 per cent was recovered in 24 hours, distributed equally between 
the two 12 hour specimens. Little salicyl was obtained in subsequent 
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collections; the total amount recovered was only 67 per cent of the dose 
given (Fig. 9). 

Repeated Medication for Many Days — The next step was to obtain in 
normal subjects a fair basis for later comparison with rheumatic patients, 
who are usually kept under medication for long periods. Two healthy 
adults engaged in laboratory work were given sodimn salicylate daily for 
11 days, at a level of 50 mg. of salicj'l per kilo of body weight. In each 
case, about half the daily dose was excreted during the first 24 hours (Fig. 
10). Maximal output was attained on the 5th and 2nd days, respectively. 
The over-all recoveries for the entire period were 78 and 79 per cent. 



Fig. 9. The excretion of salicyl by a normal subject who was given 1.25 gm. of 
sodium salicylate (l.OS gm. of salicvl) intravenously. Fractions as indicated on 
Fig. 8. 

Changes in dosage instituted on the 12th daj- were followed by gradual ad- 
justments in output, over observation periods of 3 daj-s. WTien medication 
was stopped, the amount excreted fell off abruptly, which suggested that 
the drug had not been stored to any significant e.xtent. 

Distribution of Salicyl Fractions in N'ormal Sulfccis 

About one-quarter of the total salicyl was foimd to consist of free salicylic 
acid (fraction F, Fig. 10, c and d) and more than half of salicyluric acid 
(fraction G). These findings are in accord with the data of Holmc.^ (10) 
and Quick (3). 
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Fraction R (salicyl not extractable by ether) consisted largely of con- 
jugation products of salicylic acid nath glucuronic acid. This accords ■with 
the observation (17, 18) that the excretion of conjugated glucuronic acid is 
increased after the ingestion of salicylates. 

Routine analyses for salicyl and glucuronic acid in butanol extracts 
(R') of normal subjects prepared from daily specimens of urine showed 
nearly equimolecular ratios (Table III) and indicated (Fig. 10, c and d) 


Subject CD Subject KE 



sodium salicylate over a period of many days. In (o) and (6) is shown the total 
salicyl recovered in the urine in relation to the dose taken; in (c) and (d), the per- 
centage distribution of the fraction.s F, G, and R'. 

that about 20 to 25 per cent of the total salicyl excreted occurs in this form. 
This figure is in close agreement with findings of Tollens (17). 

Data on the molecular ratios in the G fraction are also given in Table III. 
In subject KE, the molecular ratios of glj-cine to salicyl in the G fraction 
and of glucuronic acid to salicyl in the R fraction were close to 1:1, whereas 
in subject CD both ratios ran somewhat lower. 

The data show the variations to be expected in the several fractions from 
one day to another in healthy persons on an unrestricted diet, engaged in 
normal activities. About SO per cent of the drug taken is accounted for in 
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EFFECTS OF GLUCOSE ON KETONEMIA 


greater is the rise in the ketoncmic level. In support of this view ve point 
to Case 4 in Table II, in which the hypoglycemia was more intensive 
than in the other three examples, and it soon was followed by a substantial 
increase of the blood sugar. After 4 hours had elapsed since the adminis- 
tration of glucose, this increment in the glucose content of the blood can 
be accounted for only by hepatic glycogcnolysis. From a comparison of 
the blood sugar changes in Cases 1, 2, 3, and 4, it is evident that the in- 
crease in the rate of hepatic glycogcnolysis was distinctly higher in Case 4 
than in Cases 1, 2, and 3. Concurrently, the increase in ketonemia also 
was greater; it represents an elevation of 803 per cent above the post- 
absorptive, and of 1300 per cent above the lowest (2 houi") ketoncmic 
level. 

It is generally assumed that the production of ketone bodies is increased 
only when the glycogen stores of the liver have suffered a far reaching 
depletion. Such a condition can be safely ruled out in our cases in which 
normally nourished individuals had consumed 100 gm. of glucose only 4 
or 5 hours before the ketoncmic level has shown a marked rise. It may be 
stated, as was pointed out in a previous study in hyperpyrexia (5), that 
an increase in the rate of hepatic glycogcnolysis alone seems to suffice to 
increase the rate of ketone body production, notvathstanding the amount 
of glycogen present in the liver. This interpretation of our findings is 
strengthened by the work of Hubbard and Wright (6) who obscrv'cd a rise 
in ketonemia after the administration of small doses of adrenalin to nor- 
mally nourished men, directly after a meal. 

Indirect evidence in favor of our view is furnished bj" experiments which 
show that ketogenic factors fail to act as such if their glycogenolj’tic effect 
is counteracted. Hirschhorn and Poliak (7) found this to be the case in 
the instance of adrenalin. They reported in 1927 that the ketonuria of 
phlorhizinized rabbits was markedly increased by the injection of adrenalin; 
but the simultaneous injection of ergotoxinc, a drag known to block in the 
liver the glycogenolytic effect of adrenalin, also prevented its ketogenic 
action. Mirsky (8) made similar observations when he used anterior 
pituitary lobe extract as the glycogenolytic-ketogenic factor. Fasted 
rabbits developed considerable degrees of ketosis when injected with the 
extract; but the simultaneous injection of ergotamine or of insulin, both of 
which inhibit hepatic glycogcnolysis, nullified the ketogenic effect. A 
third observation to the same effect was made in this laboratory, under 
entirely different conditions. We have shown that the consistent keto- 
genic effect of artificial fever, which follows the increase in the rate of 
hepatic glycogcnolysis, can be completely prevented by continuous injec- 
tions of glucose at a rate that suffices to maintain hyperglycemic states (5). 
Hyperglycemia, as is known, depresses hepatic glycogcnolysis. 
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SUMMARY 

In healthy individuals a measurable decrease of the ketonemic level takes 
place wthin from 1 to 3 hours after the administration of glucose. This 
change is attributed to the fat- and protein-sparing effect of carbohydrate 
in the metabolism of the liver. 

In cases in which the alimentary hyperglycemia is followed by hypo- 
glycemia (usually during the 3rd or 4th hour after the administration of 
glucose) the ketonemic level rises considerably above the postabsorptive 
level; this rise lags behind the appearance of hypoglycemia and occurs in 
the 4th or 5th hour, sometimes only in the 6th hour. The explanation is 
offered that an increase in the rate of hepatic glycogenolysis entails an 
increase in the rate of production of ketone bodies, regardless of the nature 
of the glycogenolytic factor. Thus, spontaneous hypoglycemia, protracted 
hypoglycemia caused by insulin, fever, adrenalin, anterior pituitary extract, 
all produce increased ketonemia at the same time that they enhance the 
rate of hepatic glycogenolysis. They fail, however, to increase ketosis if, 
simultaneously with them, factors are at work which inhibit hepatic 
glycogenolysis. 


BIBLIOGRAPHY 

1. Weiohselbaum, T. E., and Somogyi, M., J. Biol. Chem,, 140, 5 (1941). 

2. Edson, N. L., Biochcm. J., 30, 1862 (1936). 

3. Somogyi, M., Proc. Soc. Exp. Biol, and Med., 46, 644 (1940). 

4. Somogyi, M., J. Biol. Chem., 141, 219 (1941). 

5. Somogyi, M., and Kirstein, M. B., Proc. Soc. Exp. Biol, and Med., 46, 640 (1940). 

6. Hubbard, R. S., and Wright, F. R., /. Biol. Chem., 49, 385 (1921). 

7. Hirschhorn, S., and Poliak, L., Z. klin. Med., 106, 371 (1927). 

8. Mirsky, I. A., Am. J. Physiol., 116, 322 (1936). 




THE MECHANISM OF THE EFFECT OF CALCIUM SALTS ON 
THE SUCCINOXIDASE SYSTEM* 


By KARL F. SWINGLE, A. E. AXELROD, and C. A. ELVEHJEM 

(From the Department of Biochemistry, College of Agriculture, University of Wisconsin, 

Madison) 

(Received for publication, August 8, 1942) 

In a preliminary report (1) we described a strong stimulation of the 
oxidation of succinate by fresh tissues when traces of calcium salts were 
added. After a number of preliminary studies to determine the conditions 
under which the calcium effect may be observed, the following working 
hypotheses were developed to explain the stimulatory effect of calcium on 
the succinoxidase system. (1) Calcium, by its well kno-\vn influence on 
membrane permeability, in some manner causes the rate of succinate 
oxidation to increase. (2) The calcium ion might remove some inhibitoiy 
substance, either one formed by the reaction or one otherwise present in 
the tissue. This effect might be due either to combination with the in- 
hibitor or to the catalytic removal of the inhibitor. (3) The calcium ion 
might be a specific activator for succinic dehydrogenase, or some other 
component of the succinoxidase system. This activation could be accom- 
plished in either of two ways; Calcium could become an integral part of 
the enzyme, necessary for its activity; or, calcium could be catalytically 
involved in the activation of the enzyme. (4) The calcium ion might 
prevent the formation of some inhibitory substance. 

The experiments reported in this paper show that calcium functions by 
preventing the formation of oxalacetate, a strong inhibitor for the succin- 
oxidase system. 


Methods 

Respiratory studies were conducted, for the most part, in Barcroft 
differential manometers (2). Details of the additions to the various flasks 
will be given with each expreriment reported. Air was used in the gas 
phase and potassium hydroxide placed in the center cups in each experi- 
ment. All succinoxidase experiments were equilibrated 10 minutes before 
the cocks were closed. The bath temperature was 37°, and the flasks were 
shaken at about 100 cycles per minute. Results are expressed as Qo, 
(microliters of oxygen consumed per mg. of dry weight of tissue per hour). 

‘Published with the approval of the Director of the Wisconsin' Agricultural 
Experiment Station. These studies were aided by grants from the Rockefeller Foun- 
dation and the Wisconsin Alumni Research Foundation. 
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CALCIUM AND SUCCINOXIDASB SYSTEM 


The Qo, values given are the maximum values observed in any of the 10 
or 15 minute periods between readings. 

Tissues were obtained by decapitating white rats and removing the re- 
quired tissue immediately. The sample was blotted on a piece of moist 
filter paper to remove blood and excess interstitial fluid. If it was to be 
minced, the sample was run through a Seevers and Shideman (3) mincer 
and portions of the mince weighed on slips of cellophane and placed in the 
flasks. A tissue to be homogenized was weighed in a homogenizer tube, 
the appropriate amount of water or buffer added, and the tissue homo- 
genized by the Potter and Elvehjem (4) technique. Firm tissues, such as 
heart or skeletal muscle, were minced before being weighed into the homo- 
genizer tube. Aliquots of the homogenate were added bj'' pipette to the 
manometer flasks or other reaction vessels. 

Calcium analyses were performed by the dry ashing method, by pre- 
cipitating the calcium as tricalcium phosphate, and determining the 
phosphate in the precipitate by the Fiske and Subbarow method (5). 

Cozymase assays were conducted bj’' the method of Axelrod and Elve- 
hjem (6), modified to suit the particular apozj'mase preparation used, since 
for maximum carbon dioxide production, this apozymase required, in 
addition to the usual reagents, also muscle adenylic acid and cocarboxylase. 
An assay flask would thus contain Mg and Mn (1 mg. each, as chlorides, 
per ml.) 0.10 ml., glucose (40 per cent in 0.1 m phosphate buffer, pH 6.2) 
0.20 ml., buffer (1 m phosphate, pH 6.2) 0.06 ml., hexose diphosphate (10 
mg. of organic P per ml.) 0.4 ml., muscle adenjdic acid (1 mg. per ml.) 0.2 
ml., cocarboxylase (1 mg. per ml.) 0.02 ml., water 0.02 ml., sample plus 
water 1.0 ml., apozymase 50 mg. 

Reagents other than those used in the cozymase assay were prepared as 
nearly calcium-free as possible, and analj^sespf them showed no detectable 
calcium. 


EXPERIMENTAL 

To determine the correctness of hypothesis (1), a comparison of the effect 
of calcium in minced and homogenized tissues was made. In the mince, 
only a portion of the cells is ruptured, while in a carefully prepared homo- 
genate, almost all of them are destroj^ed. The results are given in Table I. 

It is thus apparent that though the homogenized tissues give much 
higher rates of respiration than do the minced tissues, the calcium effect is 
present in both types and therefore is not dependent upon a permeability 
effect. 

To test hypothesis (2), it was decided to see if the presence of calcium 
relieved the inliibition due to any of the known inlribitors of succinoxidase 
which might be present in the S 5 ''stem. The three inhibitors tested were 
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Table 1 

Comparison of Calcium Effect on Minced and Homogenized Tissues 
Buffer, si/60 Na and K phosphate, pH 7.4; substrate, 90 micromoles of sodium 
succinate per flask; tissue, 50 mg. of rat liver per flask; total volume, 2.0 ml. 


Flist No. 

Preparation of tissue 

Calcium chloride 
added 

Oo. 

1 . _ 

1 

Minced 

rnicTomoU 

0.025 


2 

(1 

0.125 


3 

(t 

0.250 


4 

Homogenized 

0.025 


5 

l< 

0.125 

52.1 

6 

1 ** 

0.250 

53.7 


Table II 

Effect of Calcium on Inhibition of Euccinoxidase System by Fumarate, Malatc, and 

Oxalacetale 

Buffer, m/45 Na and K phosphate, pH 7.4; cytochrome c, 0.02 micromole per 
flask; substrate, 90 micromoles of sodium succinate per flask (tipped from Kcilin 
cups after the 10 minute equilibration period in order to measure the true initial 
Qo«): tissue, 20 mg. of homogenized rat heart. 


Ezperimeat 

Flask No. 

lohibitor 

, Calcium chloride 

0o> 

A 

1 

micromoUs 

None 

micTomolts 

0.0 

40.5 


2 

tt 

0.5 

120.5 


3 

5 fumarate 

0.0 

17 


4 

5 

0.5 

83 


5 

5 malate 

0.0 , 

17.5 


6 

5 

0.5 

86 

B 

1 

None 

0.0 

40.5 


2 

(1 

0.5 

127 

1 

3 

1.0 oxalacetate 

0.0 

5 


4 

1.0 

0.5 

2.5 


5 

0.1 

0.0 

29 


6 

0.1 

0.5 

99 

C 

1 

None 

0.0 

68.5 


2 

(( 

O.S 

80 


3 

(( 

2.5 

78.5 


4 

0.2 oxalacetate 

0.0 

28.5 


5 

0.2 

0.5 

27.5 


6 

0.2 “ 

2.5 

31 


malate, fumarate, and oxalacetate, as illustrated in Experiments A and B, 
Table II. Oxalacetate was prepared from the commercial sodium ethyd 
oxalacetate (7). 
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These experiments nre not conclusive. Although it is true that the 
calcium level used was insufficient to overcome the effect of the added 
inhibitor, it is possible that higher levels of calcium might do so, if the 
calcium actually combines with the inhibilor. Experiment C (Table II) 
tests this point. 

The fact is here demonstrated that the use of even 10 times as much 
calcium as oxalacetatc does not relieve the oxalacetate inhibition at all. 
Oxalacetate was chosen for this experiment, rather than fumarate or malate, 
because it is a very potent inhibitor of the succinoxidasc system ; so that 
very small amounts, of the same order as the amounts of calcium used, 
gave inhibitions of the proper magnitude to compare with the inhibition 
produced by omission of calcium from the system. We maj' conclude that 
calcium docs not act by removing any of these compounds ns inhibitors. 

T.\ni,E III 

Variations in Time Relationships of Substrate and Calcium Additions 


Buffer, m/45 Na and K phosphate buffer, pH 7.4; eytochromc c, 0.02 micromole 
per flask; tissue, 20 mg; of homogenized rat heart per flask; substrate, 90 micromoles 
of sodium succinate per flask; calcium chloride (when used), 0.05 micromole per flask. 


Flask No. 

Time relationships 

90j 

1 

Ca and succinate added at beginning of equilibration period 

77.5 

2 

1“ [added at beginning of equilibration and succinate added 20 
min. after closing cocks 

152 

3 

Succinate added at beginning of equilibration and Ca added 20 
min. after closing cocks 

14.5 

4 

Succinate and Ca both added 20 min. after closing cocks 

91 

5 

“ added at start of equilibration; no Ca added 

15 

C 

“ “ 20 min. after closing cocks; no Ca added ■ 

1 6S 


Assuming for the moment that hypothesis (2) is ruled out, it should be 
possible to distinguish between hypotheses (3) and (4) by an experiment 
in which the time of adding the calcium to the S 3 ’^stem is varied. 

If calcium acts as a specific activator for some component of the suc- 
cinoxidase s.ystem, a reaction which is proceeding slowb' because calcium 
has been omitted should be accelerated on the addition of calcium. On the 
other hand, if calcium acts only by preventing the formation of an inhibi- 
tory substance, the reaction taking place in the absence of calcium ndll 
already have formed the inhibitory substance and the subsequent addition 
of calcium will have no stimulatorj’' action. The next e.xperiment was 
de.signed to distingui.sh between these two modes of action of the c.alcium 
ion and the results are given in Table III. 

These data are entirely in support of hypothesis (4), in that calcium 
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has no effect when added after the reaction has proceeded for 30 minutes 
(compare Flasks 3 and 5). Calcium therefore cannot be an activator for 
the succinoxidasc enzymes. In addition, the oxj'gen uptake is much 
greater if the calcium chloride is added before the succinate than it is if the 
two are added simultaneously (compare Flasks 2 and 5). This would 
indicate that the inhibitory material is formed from the succinate by a sys- 
tem which is inactivated by calcium. 

Inactive enzyme X 

Ca 

(enzyme X) 

Succinate > inhibitor 

When the succinate is added at the same time as the calcium, the inhibi- 
tory material is formed from it before the calcium has had a chance to 
inactivate the system forming it, while, if the calcium is added to the 
system before any of the succinate, the inhibitor-forming system is inacti- 
vated before any inhibitor is formed. Flask 6 shows that this inactivation 
of the inhibitor-forming system takes place \vithout the addition of calcium 
but at a much slower rate. Elliott and Greig (8) found similarly an in- 
crease in the succinoxidase activity of tissues stored in the refrigerator. 

From these data it appeared probable that the inhibitor sought would be 
one which is a product of succinate metabolism and the formation of which 
is conducted by a system which is spontaneously inactivated in the tissue 
preparations, but which is more rapidly inactivated in the presence of 
calcium ions. 

Of the known inhibitors for the succinoxidase system, the only ones 
which are breakdown products of succinate are fumaratc, malate, and 
oxalacetate. Fumarate may be eliminated from consideration because it 
must of necessity be formed by the oxidation of succinate. Malate, being 
no more inhibitory than the fumarate from which it is derived, could not 
be the inhibitor sought. Oxalacetate, however, is a very much more 
potent inhibitor than fumarate or malate; so if a small amount of oxal- 
acetate were formed, we might expect a considerable inhibition of the 
succinoxidase system. Oxalacetate is formed from malate by a malic 
dehydrogenase linked wth coenzyme I (cozymase). It is well known that 
cozymase rapidly disappeare from minced tissues (9-12) ; so if the cozymase 
IS destroyed, no oxalacetate should be formed, and the succinoxidase sj'stem 
should not be inhibited. On this basis it is postulated that the calcium 
effect is one of accelerating the destruction of cozymase in the tissues so that 
oxalacetate may not be formed to inhibit the succinoxidase system. 

This hypothesis was tested against all the data accumulated to date and 
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found to fit perfectly. The results given in Table IV, which show that 
calcium inhibited the oxidation of lactate, pyruvate, glucose, and the en- 
dogenous substrates, give particular support to this view. This result would 
be expected, since cozyinasc is involved in all of these rc.spirations. 

Table IV 

Effect of Calcium Chloride on Oxidation of Various Substrates 
Butler, m/30 Ka and K phosphate, pll 7.-1; lissiic, 50 inp. of minced liver per flask 
(minced, rather tlian homogenized tissues were employed because the homogeniza- 
tion reduced almost to zero the power of thc.se (issues to oxidize this group of sub- 
strates); substrates, lactate and p 3 ’ruvatc used ns the sodium salts. 


Flask No. 

Substrate 

Calcium chloride 
added 

Oo. 


micromoles 

micromole 


1 

None 


4.2 

2 

it 

0.5 

2.15 

3' 

180 df-lactate 


9.9 

4 

ISO “ 

0.5 

G.l 

5 

90 pyruvate 


5.4 

G 

90 “ 

0.5 

3.2 

1 

45 glucose 


3.7 

2 

45 '< 

0.5 

1.1 


Table V 

Calcium Chloride and Mixed Lactate and Succinate Systems 


Buffer, m/30 Na and K phosphate buffer, pH 7.4; tissue, 50 mg. of minced liver 
per flask; the substrates were added as the sodium salts. 


Flask No. 

Substrate 

Calcium chloride 

Oq. 


micromoles 

micromole 


1 

90 (ff-lactate 


13.8 

2 

90 

0.5 

8.3 

3 

90 succinate 


15.8 

4 

90 

0.5 

50.4 

5 

90 “ + 90 dl- 


40.3 


lactate 



G 

(( tl 

0.5 

49.1 


Another experiment in agreement with this postulate, if, in some manner, 
the lactate or its oxidation product, pyruvate, removes the oxalacetate 
formed, or ties up the cozymase so that it is not available to participate 
in the oxidation of malate to oxalacetate, is given in Table V. 

In the absence of calcium chloride, lactate stimulates the succinoxidase 
system more than can be accounted for by the respiration of the lactate 
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itself. On the other hand, in the presence of calcium chloride, lactate has 
no influence on the succinoxidase system. It appears as if lactate had an 
effect almost like that of calcium itself. Analysis of the lactate solution 
showed it to be free of calcium. 

Mann and Quastel (12) have studied the sj'’stem in tissues which destroys 
cozjTnase. Our postulate supports their explanation of the inhibition of 
succinoxidase by cozjTnase (13) as being a matter of oxalacetate formation. 
These authors found that nicotinamide would prevent the destruction of 
cozymase bj' the enzjTne which they have called “cozjmase nucleotidase.” 
It was therefore decided to studj' the effect of nicotinamide on the suc- 
cinoxidase sj'stem. See Table VI. 

Table VI 

Effect oj Nicotinamide on Succinoxidase System 


Buffer, m/ 45 Na and K phoephate, pH 7.4; cytochrome c, 0.02 micromole per flask; 
substrate, 90 micromoles of sodium succinate per flask (added after equilibration); 
tissue, 22 mg. of homogenized heart. 


FUskNo. 

Preparation 

GOt 

1 

Tissue homogenized in CaCl« solution 

92.5 

2 

“ “ “ water; Ca added before equilibration 

“ “ “ nicotinamide solution 

85 

3 

41 

4 

“ “ “ water; nicotinamide added before 

equilibration 

68.5 

5 

Tissue homogenized in CaClj; nicotinamide added before 
equilibration 

81.5 

6 

Tissue homogenized in nicotinamide; UaOlj added before 
equilibration 

45 


IMien Flasks 3 and 4 are conipared, it is apparent that the earlier addition 
of nicotinamide to Flask 3 protected the cozymase from destruction, 
lowering the succinoxidase activity. 

When Flasks 3 and 6 are compared, the figures show that even though 
the calcium chloride was added to Flask 6 before the succinate, it had no 
stimulatory effect on the succinoxidase, because the nicotinamide W'as pro- 
tecting the cozjmase. 

A comparison of Flasks 5 and 6, each of which contained both calcium 
chloride and nicotinamide, but added in reverse order, shows that in Flask 
5 the calcium chloride had largely completed the destruction of the 
cozjmase (cf. Flask 2) by the time the nicotinamide was added, while in 
Flask 6 the cozjmase was protected from the action of calcium chloride by 
the previous addition of nicotinamide. 

The final test of this theory thus lies in actually determining the rate 
of destruction of cozjmase in the presence and absence of calcium. 
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A piece of fresh rat liver was dropped into 10 cc. of redistilled ice water 
in a homogenizer tube and homogenized quickly. 5.0 ml. samples were 
transferred to each of the follo\ving: (a) 5.0 ml. of water at 30°, and (6) 
5.0 ml. of calcium chloride solution (100 y of calcium per ml.) at 30°. Sam- 
ples of each of these were withdrawn at noted intervals, brought to a boil, 
and placed in a boiling water bath for 2 minutes to destroy the cozymase 
nucleotidase, and then cooled in an ice bath. These extracts were a.ssayed 
for cozj’^masc by the yeast fermentation method described above. The 


Tadm: VII 

Effccl of Calcium on Destruction of Cozymasc 


Sample taken at 

CozymMic rcm.iininf: 

No calcium added 

Plus added calcium 

mtn. 

y 

y 

4 

7.7 

7.4 

10 

5.5 

4.2 

20 

4.8 

1.5 


Table VIII 

Glutamate and Succinoxidasc System 


Buffer, m/30 potassium phosphate, pH 7.4; cytocliromc c, 0.02 micromole per 
flask; substrate, 90 micromoles of potassium succinate per flask; tissue, 50 mg. of 
homogenized heart. 


Flask No. 

Oxalacetate 

Calcium chloride 

Glutamate 

Qo, 


micromole 

micromole 

micromoles 


1 




49 

2 


0.4 


73 

3 

0.2 

0.4 


35 

4 

0.2 

0.4 

6 

65 

1 




47 

2 


0.4 


69 

3 



6 

63 

4 


0.4 

G 

89 


results are given in Table VII. Each assay represents 36 mg. of fresh 
liver. 

This confirms our theory that the calcium ion stimulates the destruction 
of cozymase by animal tissues. 

The other piece of direct evidence desired to support this theory would 
be to measure the amounts of oxalacetate formed in the Barcroft flasks in 
the presence and absence of calcium. Unfortunately, the amounts are 
too small for any known method of analysis. Approximately 0.2 micromole 




















SWINGLE, AXELROD, AND ELVEHJEM 


589 


of oxalacetate gives the inhibition of the succinoxidase system obtained by 
the omission of calcium from that system. If this were assayed by measur- 
ing the carbon dioxide formed by decarboxylation (14, 15), the amount 
formed would be only 4.5 microliters, which is not measurable in the 
Barcroft apparatus with any degree of precision. 

However, an indirect bit of evidence for the presence of oxalacetate as 
the inhibitor involved is given in Table VIII. These experiments were 
suggested by Dr. V. R. Potter. Oxalacetate, in the presence of glutamate, 
will transaminate with the latter to give a-ketoglutarate and aspartate 
(16) ; so the addition of glutamate should remove at least a portion of the 
oxalacetate and accelerate the succinoxidase system. 

This shows that glutamate will, to a large extent, relieve the inhibition 
due to added oxalacetate. 

Table VIII show's that glutamate is stimulatory to the succinoxidase sys- 
tem, approaching the activity of calcium chloride itself. 

DISCUSSION 

This entire study has been concerned with the effect of the calcium ion, 
the other ions which were present in the solution being ignored. To study 
the influence of a single ion directly is quite impossible, since at least one 
anion must be added with the cation. Also, buffers are essential to main- 
tain the reactions at more or less constant rates, and the substrate must 
be added as a salt. 

A few studies on the effects of other ions on the cozymase nucleotidase 
activity and on the succinoxidase activity of tissues were made, but though 
general correlation existed, the evidence is not sufficiently well developed 
to be presented here. An interesting paper in this regard is that of Das 
(9) who reports activation of his cozymase-splitting enzyme by magnesium 
ion. Elsden (17) reports a stimulation by magnesium of the succinoxidase 
activity of minced pigeon breast muscle. 

With regard to the stimulatory effect of lactate on the succinoxidase 
system, a paper by von Euler and Heiwinkel (11) may be of interest. They 
report that reduced cozymase is much more rapidly destroyed by tissues 
than is oxidized cozymase. Thus, in the presence of lactate, it is con- 
ceivable that the cozymase is reduced through the lactic dehydrogenase 
and is therefore more quickly destroyed; so that it cannot enter into the 
conversion of malate to oxalacetate and the succinate system proceeds 
unimpeded. 

Inhibition of respiratory systems by nucleotidases when the respiratory 
systems require cozymase has been described for the nucleotidase found 
in snake venoms bj' Chain (18) and by Mann and Quastel (12). The 
former author did not find any stimulation for the succinoxidase sj'stem by 
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his snake venom, but he used verj' high levels which apparently inhibited 
some component of the succinoxidasc by some other mechanism. The 
inliibition of the cozymase-requiring systems was complete, while that of 
the succinoxidasc system was only partial. 

SUMMAnV 

1. The succinoxidase acti^dty of several minced and homogenized tissues 
is increased by the addition of traces of calcium chloride to the medium, but 
the endogenous respiration and respiration in the presence of lactate, py- 
ruvate, and glucose are inhibited bj' the same concentration of calcium. 

2. Lactate, in the absence of added calcium, stimulates the respiration 
of tissue in the succinoxidasc system more than can be accounted for by 
the respiration of the lactate itself. Lactate has an influence on the suc- 
cinoxidase system similar to that of calcium. 

3. Calcium chloride docs not relieve the inhibition of the succinoxidase 
system caused bj”^ adding oxalacctate. 

4. Calcium chloride added a few minutes after the addition of succinate 
to a tissue suspension fails to show an}' stimulation. Maximum stimula- 
tion is secured by adding the calcium a few minutes before the succinate. 

5. Tissues standing in the absence of added calcium are gradually acti- 
vated until they attain the same succinoxidase acti^^ty as tissues to which 
calcium has been added, and these spontaneously activated tissues no 
longer respond to added calcium. 

6. Nicotinamide, added to the tissue a few minutes before the calcium 
is added, inhibits the succinoxidase system and prevents any stimulation 
by calcium. If the calcium is added first, the usual stimulation is observed 
and the nicotinamide has no inhibitor}' effect. 

7. Cozymase is .destroyed by macerated tissue more rapidly in the 
presence of added calcium chloride than in its absence. 

8. Glutamate Mil relieve the inhibition of the succinoxidase system due 
to oxalacetate and MU also stimulate the succinoxidase system to approxi- 
mately the same extent as does calcium. 

9. All of this e\'idence is in support of the hypothesis that calcium stimu- 
lates the succinoxidase system by activating the cozymase nucleotidase 
present in the tissue so that cozymase is destroyed and cannot function in 
the dehydrogenation of malate to oxalacetate, which is strongly inhibitory 
to the succinoxidase system. 
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Recent publications from this laboratory have dealt tvith thethrombo- 
plastic protein; its isolation from beef lungs (2), its behavior towards 
heparin (3), its chemical composition (4), and its electrophoretic properties 
(1). In the last paper of this series (1) it was shown that by means of iso- 
electric precipitation and electrophoretic separation preparations of this 
lipoprotein were obtained which showed complete electrophoretic homo- 
geneity. On examination in the ultracentrifuge these preparations, 
however, exhibited heterodispersity which was probably due to the chemical 
manipulation involved in the isolation of the material. All boundaries 
observed had high sedimentation constants, indicating the presence of a 
very heavy protein component. 

In the present communication the isolation of the thromboplastic protein 
by sedimentation in the ultracentrifuge of saline extracts of beef lungs is 
described. By this method, which avoided manipulation that could lead 
to a partial destruction of the labile protein, preparations of extremely high 
thromboplastic potency and satisfactory homogeneity both in the ultra- 
centrifuge and the electrophoresis cell were isolated. 

The physical data obtained with a number of preparations are sum- 
marized in Table I. The partial specific volume of the protein was very 
high, Fj, = 0.87, as was to be expected of a protein-lipid complex. The 
sedimentation constant S 20 = 330 S and the diffusion constant Djo = 0.38 
X 10~^ (Experiment 5 in Table I) correspond to an enormous molecular 
weight or, perhaps better, particle weight from rate of sedimentation; viz., 
167 million. The calculated frictional ratio///o = 1.41 would give an axial 
ratio of 8 for a prolate ellipsoid (5), but, since the degree of hydration of 
the protein is not known, a discussion of the asymmetry relationship ap- 
pears unprofitable. Because of the low solubility of the protein, the vis- 
cosity measurements carried out were not exact enough to permit the calcu- 
ation of the particle weight from diffusion and viscosity data (6-8). The 

This work has been supported by a grant from the John and Mary R. Markle 
oundation. This is Paper XV of a Genes of studies on the chemistry of blood 
coagulation. For Paper XIV see (1). 


693 



594 


TiinoMnoPLASTic rnoTEiN 


pz'cparations migrated elccti'opliorelicallj' in eacli case as a single com- 
ponent between pH 7.5 and 8.G. At lower pH values precipitation oc- 
curred. 

One preparation was subjected to examination in the electron micro- 
scope.* Several electron micrographs revealed the presence, together vith 
some aggregated material, of a lai'gc percentage of almost perfect spheres 
with a diameter of 80 to 120 mg. 


Tahix I 


Physical Data on Thromboplaslic Protein Preparations 


Experiment 

No. 

1 

rrepafAtion 

No. 

Concentra- 
tion of 
protein 

pU 

IJO 

0:5 X 10’ 

Particle 

weight 

Electro- 

phoretic 

mobility 

(« X m 



per cent 


a 


mUlions 


1 

I 

0.8 

8.5 

240 

0.34 

130 

8.3 

2 

II 

O.-l 

8.3 

320 


i 


3 

III 


8.0 

310 

0.34 

170 


4 


0.43 1 

S.6 

330 

■SB 

187 


5 

tt 

0.29 

8.0 

330 


107 


0 

tt 

0.17 

8.0 

310 

■BB 



7 

IV 

0.43 

7.5 




8.0 

S 


0.43 

S.6 , 

1 

350 


i 

8.4 


Table II 


Composition of Thromboplastic Protein Preparations 


Preparation No. 

N 

p 

N:P ratio 


per cent 

per cent 


I 



11.0 

i-i 

8.77 

1.29 

15.0 

1-2 

7.50 

1.40 

11.9 

II-l 

8.94 

1.33 

14.9 

II-2 

8.01 

1.47 

12.0 

III 



12.1 

IV 



11.7 

IV-1 

7.74 

1.43 

12.0 


Chemical data for a series of preparations are sho\m in Table II. Analy- 
ses of several dry preparations ai’c also included. These were obtained by 
the concentration in a high vacuum of frozen solutions of the material, 

1 Wc are highly indebted to Dr. T. F. Anderson of the RCA Manufacturing Com- 
pany, Inc., Camden, New Jersey, and to Dr. W. M. Stanley of The Rockefeller Insti- 
tute for Medical Research, Princeton, New Jersey, for the preparation of the electron 
micrographs. 
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after ultracentrifugation, electrophoresis, and dialj'sis. and formed volu- 
minous white felts, which in contrast to previous preparations that had 
undergone chemical treatment (2) could be readily dispersed in buffer 
solutions of a pH higher than 7. It wall be noted that the phosphorus 
content of the preparations here discussed was higher and the nitrogen 
content consequently lower than in material isolated by salt precipitation 
(1, 2); but the purpose of the present study precluded the use of organic 
solvents which would have removed part of the phospholipids attached to 
the protein. 

The protein preparations isolated with the aid of the ultracentrifuge had 
the highest thromboplastic activity yet observed in this laboratorj': 0.008 
y could still be easily demonstrated with chicken plasma as substrate (9). 

It may be of interest to discuss brieflj'- the possible place of the thrombo- 
plastic protein in the theory of blood coagulation. The three main prob- 
lems, still unsolved, which face the student of this phenomenon are (1) the 
mechanism of action of vitamin K (i.e. the formation of prothrombin), (2) 
the mechanism of action of the thromboplastic factor (i.e. the formation of 
thrombin), (3) the mechanism of the conversion of fibrinogen to fibrin. 
The present communication is concerned vitli the second of these problems. 

Most workers are agreed that a factor present in tissues and blood 
platelets is necessarj' for the conversion of prothrombin to thrombin under 
normal conditions. Certain lipid fractions related to "cephalin” also show 
activity.^ The function of calcium ions is more controversial. In very 
concentrated prothrombin solutions, spontaneous conversion to thrombin 
has been observed (11). 

The mode of action of the thromboplastic factor is a matter of dispute. 
Bordet (12) considered thrombin as a compound between prothrombin, 
calcium, and a thromboplastic lipid (“cytozyme”)- This view, at least as 
far as the transfer of phosphorus-containing substances is concerned, ap- 
pears to be disproved by experiments with radioactive phosphorus as 
indicator (13). According to Howell (14) the thromboplastic factor com- 
bines ivith a clotting inhibitor, viz. heparin, present in circulating blood as 
heparin-prothrombin complex, and thereby releases the prothrombin. 
This is not probable, since it has been showm in this laboratory that, al- 
though heparin is able to combine with the protein moiety of the thrombo- 
plastic protein, the resulting heparin-protein complex retains marked 

* It may here be stated that in an examination of the thromboplastic activity of 
various tissue phosphatide fractions the phosphatidyl serine from beef brain (10) 
was found entirely inactive. (Some of these preparations were kindly placed at our 
isposal by Dr. J. Foleh of The Rockefeller Institute for Medical Research, New 
York.) The activity appears to reside in the highly unsaturated, alcohol-soluble 
cephalin” fractions. Preparations from pig and beef heart proved particularly 
active. 
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anticoagulant activity (3). Other workers consider the thromboplastic 
factor as an enzyme which in some manner catalyzes the formation of 
thrombin from prothrombin (15, IG). This view is supported by the 
observation that trypsin (16, 17) and certain snake venoms (18) likewise 
arc able to bring about this conversion. 

The very active preparations of the thromboplastic protein described 
in this paper appeared suitable for an examination of the possible enzymatic 
nature of the thromboplastic effect. Until now, no enzymatic activity has 
been ascribed to the thromboplastic factor, apart from the hypothetical 
action on prothrombin. The protein preparations isolated by means of 
ultracentrifugation of lung extracts were tested for phosphatase and for 
trypsin activity. They were found to have marked phosphatase action, 
when tested with sodium /l-glycerophosphate. The sodium salt of 2- 
mcthyl-1 ,4-naphthohydroquinonc diphosphorie acid,’ a compound ex- 
hibiting very high vitamin K activity in the organism (19), likewi.se was 
depho-sphorylatcd at a similar rate. 

The examination of the thromboplastic protein for a trypsin-like action, 
carried out wth bcnzoylargininamidc hydrochloride^ as substrate, gave 
inconclusive results. In view of the thromboplastic action of crystalline 
trypsin recorded previou-sly (16), it will be important to reexamine this 
question by a different method. For the time being, it will suffice to point 
out that highly purified preparations of the thromboplastic protein do 
possess enzymatic functions, a fact which supports the view that the 
thromboplastic effect is enzymatic in nature. It is, indeed, not unlikely 
that the association of certain enzymes and viruses with cell constituent.s 
of extremely high molecular weight is of importance for the orientation of 
biological reactions within the cell. (Compare the discu.ssion of "heavy” 
cell constituents in (20-24).) 


EXPBIUMBNTAL 

I^olaiion 

In a typical experiment, 1 kilo of finely minced beef lungs (freshly ob- 
tained from the slaughter-house) was extracted -with 600 cc. of ice-cold 
physiological saline for 3 hours. The mixture was pressed out through a 
canvas bag and the filtrate (375 cc.) was subjected to three centrifugations 
of 45 minutes each in a refrigerated angle centrifuge at 4200 r.p.m. The 
turbid, reddish supernatant (pH 6.4) served for the isolation of the 
thromboplastic protein in the ultracentrifuge. This operation was carried 

’ We wish to thank Dr. John Lee of Hoffmann-La Roche, Inc., Nutlcy, New Jersey, 
for this preparation. 

* We are very grateful to Dr. M. Bergmann of The Rockefeller Institute for Med- 
ical Research, for a specimen of this compound. 
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out in an air-driven vacuum ultraccntrifuge (25) holding ten tubes, each 
of a capacity of 6 cc. Before each centrifugation the rotor was chilled to 
4°; since it was operated in a vacuum chamber, no great increase in tem- 
perature took place during a run. 

In each experiment between 60 and 180 cc. of the lung extract, clarified 
in the angle centrifuge, were used. The solutions were centrifuged at 
42,000 R.p.M. for 25 minutes, and the resulting pellets dissolved in about 
one-third of the original volume of borate buffer® of pH 8.6 and again 
sedimented at 42,000 r.p.m. The sediments, dissolved in the same amount 
of buffer as before, were subjected to centrifugation at 7500 r.p.m. for 20 
minutes, in order to remove undissolved particles, and the material was 
alternately centrifuged at high and low speeds three to five times. Fol- 
lowing the third sedimentation at 42,000 r.p.m., the supernatants became 
completely clear and colorless. Finally, the white pellets were dissolved 
in borate buffer of pH 8.6 and the colorless turbid solutions used for the 
physical measurements described in the following section. These prep- 
arations, obtained in individual runs, are designated with roman numerals. 

The sediments collected in the last tw'o low speed centrifugations (7500 
B.P.M.), representing material sedimented in the ultracentrifuge which 
could not be brought back into stable solution, were likewise examined. 
They were taken up in borate buffer of pH 8.6, the solution was centrifuged 
at 4200 r.p.m., and the supernatant dialyzed against running tap w’ater for 
48 hours and against frequent changes of ice-cold distilled water for the 
same period of time. Concentration in a high vacuum of the solutions in 
the frozen state led to the isolation of the dried protein preparations (desig- 
nated by the roman numeral corresponding to the experiment followed by 
1, e.g. Preparation I-l). Similarly, the remainders from the highl 3 ’’ purified 
final solutions which served in the e.xperiments to be described in the fol- 
lo\ving sections were in several cases dialyzed and concentrated in the 
frozen state; they are designated Preparations 1-2, II-2, etc. The solid 
preparations formed an extremely light and voluminous, hygroscopic, 
white felt. The yield of the product in its final stage of purification may 
be estimated as 65 mg. per 100 gm. of tissue. Data on the composition of 
a number of such preparations will be found in Table II. 

Physical Properties of Thromboplastic Protein 

VUracentrifuge Studies — ^The sedimentation velocity was determined by 
means of an analytical rotor (thickness of cell 0.5 cm., capacity 0.4 cc.). 
The course of the sedimentation wras observed by the schlieren method in 
the arrangement described by Chiles and Severinghaus (20). Because of 

‘ In all experiments borate buffers (ionic strength 0.15) were employed. 
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the high weight of the protein, the centrifugations were carried out at 7500 
R.p.M. The speed of the centrifuge was measured bj' means of a Strobotac, 
constructed by the General Radio Company. The average temperature 
was 27°. The boundaries observed were sharp; a single component only 
was detected in all experiments. Within certain limits the sedimentation 
constants were not influenced by the concentration of the protein. At a 
high concentration slower sedimentation was observed in one case (Experi- 
ment 1, Table I). 

Diffusion — The diffusion constants were determined in the Tiselius 
apparatus at 1.5°; an infra-red-sensitive plate (27) was used. The protein 
solutions in borate buffer were dialyzed in the refrigerator against a large 
volume of the same buffer. The diffusion constants were calculated ac- 
cording to Lamm and Poison (28). 

Partial Specific Volume — The densities of the buffer and the protein 
solution were determined at 27° by means of the falling drop method.® A 
borate buffer of pH 8.5 (ionic strength 0.15) was used. In order to obtain 
adequate falling times, o-fluorotoluenc containing a very small amount of 
bromobenzene was employed as immiscible liquid. The falling times of 
the unknown solutions were compared wth sodium chloride solutions of 
knovTi density. The density of the borate buffer was found to be d" = 
1.00284, that of the protein solution (0.803 per cent concentration), d” = 
1.00385. The partial specific volume of the protein, therefore, was Fjt 
= 0.87. 

Viscosity — The specific viscosity of a 0.43 per cent solution of the protein 
(Preparation IV) was 1.06 at 30.6°. 

Electrophoretic Mobility — The electrophoretic properties of Preparation 
I were examined at pH 8.3, those of Preparation IV at pH 7.5 and 8.6 
(Table I, Experiments 1, 7, 8). The electrophoresis nins were carried out 
in the Tiselius apparatus at 1.5°, -with the optical arrangement of Longs- 
worth (30) and an infra-red -sensitive plate (27). Only one component 
was observed with the mobilities (calculated on the basis of the descending 
boundaries) given in Table I. 

Thromboplastic Activity 

The clotting tests were carried out -with rooster plasma in the customary 
arrangement (9). Each tube contained 0.1 cc. of plasma and 0.03 cc. of 
the solution of the protein in borate buffer of pH 8.3. The temperature 

' We are highly indebted to Dr. D. Rittenberg of this Department for help and 
advice with regard to these measurements. The experimental arrangement has been 
described (29). 
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was 30.5°. A typical experiment with a very active preparation (No. II-2) 
is reproduced, as follows 


Protein in experiment, 7 



0 67 

0 22 

0 074 

0 024 

0 008 

0 

Clotting time, min. . . 

3 

5 

8 

11 

17 

30 


It appeared of interest to test the homogeneity of the preparations, as 
shown in ultracentrifuge and electrophoresis experiments, in a different 
way. A specimen of Preparation IV (Table I) was subjected to prolonged 
electrophoresis, at pH 8.6. The contents of the electrophoresis cell then 
were arbitrarily divided into three portions, designated “fast,” “middle,” 
and “slow'” fractions. (For the experimental arrangement, compare (31). 


Table III 

Thromboplaslic Activity of Preparation IV after Electrophoresis 



Protein nitrogen in experiment 

t 14 7 

0 38 7 1 

on-)- 

0 

Clotting time 


min 

mtn. 

mtn 

mtn 

Fast fraction 

4 

7 

17 

>60 

Middle “ 

4 

7 

11 

>60 

Slow “ ... 

5 

8 

11 

>60 


In the present experiments, the “fast” fraction consisted of a small portion 
taken from the upper edge of the ascending boundary, the “middle” frac- 
tion of a portion taken from the middle section of the cell, the “slow’” frac- 
tion of a small portion removed from the upper edge of the descending 
boundary.) The solutions were adjusted to the same nitrogen concentra- 
tion and tested for thromboplastic activity. The results, reproduced in 
Table III, revealed no appreciable difference in the activities of the three 
fractions. It may be mentioned that the thromboplastic protein prep- 
arations failed to clot purified fibrinogen. 

Phosphatase Activity 

Splitting of Sodium ^-Glycerophosphate — The decomposition of /S-glycero- 
phosphoric acid by preparations of the thromboplastic protein was followed 
by a method essentially similar to that of Albers (32, 33). In each experi- 
ment, 15 cc. of a 0.2 per cent solution of crystalline sodium /3-glycerophos- 
phate (containing a total of 2.95 mg. of P) were mixed with 5 cc. of veronal 
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buffer of pH 9.1 £ind a solution of 2 to 4 mg. of the thromboplastic protein. 
TJio mixture, in some cases after the addition of 0.02 msr of magnesium 
sulfate or calcium chloride, was made up to 25 cc. ivith water and kept at 
35°. The inorganic phosphonis content was determined colorimetrically 
in aliquots removed at the beginning of the experiments and after 15, 30, 
and 60 minutes. The samples examined at 0 time contained no inorganic 
phosphorus. The action of a number of preparations of the thrombo- 
plastic protein is reproduced in Fig. 1. It wall be seen that the addition of 
Mg++ enhanced the enzjmatic activitj', whereas Ca++ depressed it. 

The phosphatase activities of the various preparations may be compared 
b}"^ computing the phosphatase units per mg. (33). 1 phosphatase unit is 



Fig. 1. Dephosphorylntion of sodium /J-glyccrophosphato. Curve 1, Preparation 
IV; A with MgSOj, B without addition, C with CaClj. Curve 2, Preparation II-2; 
A with MgSOj, B without addition. Curve 3, Preparation IV-1, with MgS 04 . 

defined as the amount of enzyme which under optimal conditions liberates 
100 7 of inorganic P from /3-glycerophosphoric acid in 1 hour. Preparation 
II-2 thus was found to contain 2.6, Preparation IV 1.7, and Preparation 
IV-1 0.9 phosphatase units per 1 mg. of protein. 

If it is desired to compare the initial activities of the enzyme, one can, 
by a procedure similar to that^of Bodansky (34), use an expression con- 
taining the time required for the liberation of 100 t of inorganic P under 
the conditions of the experiment. In the equation .4ioo = 100/fc, Aioo is 
the initial activity of 1 mg. of the enzyme preparation and t the time in 
minutes (determined graphically) required for the formation of 100 7 of 
inorganic P by e mg. of the enzyme. For Preparations II-2, IV, and IV- 1 , 
Aioo (in the presence of Mg++) was found to be 7.02, 3.96, and 1.92 respec- 
tively. 
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It maj' be pointed out that the error introduced by the eventual decom- 
position of the protein itself was not to be feared, since the contribution of 
the protein could, under the most adverse conditions {viz. complete hydrol- 
ysis), have amounted to no more than 50 7 of phosphorus, 

Splitling of Sodium 2-Methyl-l ,4-naphlhohydroquinone Diphosphate — ^In 
each experiment 22.2 mg. of the tetrasodium salt (35, 36), corresponding 
to a total of 3.0 mg. of P, were dissolved in 5 cc. of veronal buffer of pH 
9.1, 4.0 mg. of Preparation IV-1 were added, and the mixtures, in some 
cases after the addition of 0.02 mM of magnesium sulfate or calcium chloride, 
diluted with water to a volume of 25 cc. The experiments were carried 
out at 35°. The results, shown in Table IV, were corrected for the appre- 
ciable spontaneous decomposition of the phosphoric acid ester; 22.2 mg. 
of the sodium salt gave rise to 107 7 of inorganic P after 30 minutes and to 
125 7 after 1 hour at pH 9.1 and 35°. No inorganic P could be detected at 

Table IV 

Dephosphorylation of Sodium 2-3[elhyl-l,4-naphthohydroqninone Diphosphate hy 

Preparalton IV-J 


Inorganic phosphorus iibcralcd in 



0 mio 

IS min 

30 min 

60 min 


y 

y 

y 

7 

Without addition . 

0 

69 

os 

no 

With MgSO, 

0 

76 

165 

342 

“ CaCI, 

0 

20 

34 
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the start of the experiments. The enzymatic activity of this protein 
preparation, expressed in phosphatase units, was, as was to be expected, 
independent of the substrate used: 0.86 phosphatase unit per mg., com- 
pared TOth 0.9 unit with glycerophosphate. The initial activity was some- 
what lower; Aioo (in the presence of Mg++) was 1.35 wth methylnaphtho- 
hydroquinone phosphate, 1.92 with gl3'cerophosphate. 

Examination for Trypsin Action 

In these experiments a-benzojd-f-argininamide hj'drochloi ide (37) was 
used as substrate. In each experiment between 2 and 3 mg. of the protein 
preparations (Preparations II-2 and IV-1) and 0.045 mM of the substiatc 
dissolved in m/15 phosphate or borate buffers of pH 7.S were used. The 
total volume in each experiment was I cc., the temperature 40°. The reac- 
tion was followed titrimetricall.v according to the method of Gras--mann 
and Hovde (38). The titrations wore can-ied out by means of an accurate 
micrometric burette (39) and an electrical .stirring arrangement. The 
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results were inconclusive, since the protein preparations themselves were 
unstable under the experimental conditions and slowly gave rise to basic 
substances, thereby obscuring an eventual enzymatic action. In control 
experiments vdth Fairchild trypsin, definite splitting of the synthetic 
substrate occurred. After 1 hour 28 per cent and after 3 hours 57 per cent 
of the substrate were decomposed. 

SOMMAnV 

The fractional ultracentrifugation of saline extracts of beef lung led to 
the isolation of a high molecular lipoprotein with a very high thrombo- 
plastic activity. This fraction was homogeneous both in thh electro- 
phoresis cell and in the ultracentrifugc. A particle weight of 167 X 10® 
was calculated from the rate of sedimentation (s:o = 330 S), diffusion 
measurements (Ao = 0.38 X 10“''), and partial specific volume {V^ = 
0.87). Electron micrographs revealed the presence of spherical particles 
\vith a diameter of 80 to 120 m;:i. 

The thromboplastic activit 3 ’' of little as 0.008 y of the protein could 
still be demonstrated b}'' clotting tests. The thromboplastic protein 
preparations also exhibited marked phosphatase activity towards sodium 
/3-glycerophosphate and sodium 2-methyl-l,4-naphthohj'droquinone di- 
phosphate, a compound having high vitamin K activity. 

The nature of the thromboplastic effect is discussed in the light of these 
findings. 
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THE HIGHER FATTY ALDEHYDES 


I. ISOLATION FROM SMALL AMOUNTS OF TISSUE WITH ACIDIC 
CARBONYL REAGENTS* 

By MARJORIE ANCHEL and HEINRICH WAELSCH 

(From the Dcparlmcnts of Neurology and Biochemistry, College of Physicians and 
Surgeons, Columbia University, New York) 

(Received for publication, July 23, 1912) 

In tliis paper the isolation of the higher fatty aldehydes from relatively 
small amounts of beef muscle, beef brain, rat muscle, and rat brain is re- 
ported, as a first essential step in the study of their metabolic activity. At 
the present time nothing is known about the function of these aldehydes, 
which were first isolated from biological material by Feulgen and col- 
laborators (2, 3). A possible indication of high metabolic activity of these 
compounds was obtained from the results of a fractionation of the un- 
saponifiable material of rats kept on a heavy water regime (4). The con- 
centration of deuterium in the alcoholic fraction not precipitated by digi- 
tonin was twice as high as that in the cholesterol fraction or in the ketonic 
fraction. It was suggested that the alcoholic fraction may have been 
derived from the higher fatty aldehydes, to which a high metabolic activity 
might therefore be ascribed. Such a relationship is supported by the 
isolation of batyl alcohol from vertebrates (6). It has already been sug- 
gested (6) that this glycerol ether may have its origin in the acetal pho.s- 
phatides which, according to Feulgen, contain the aldehydes in acetal 
linkage. 

The aldehydes are liberated by the action of mercuric chloride or acid 
in an aqueous emulsion of the tissue lipids (2). Feulgen and collaborators 
isolated the thiosemicarbazone of an aldehyde mixture from horse muscle, 
using steam distillation for the separation of the aldehydes from other 
lipids (1.5 gm. of thiosemicarbazone from 10 kilos of horse muscle). Ac- 
cording to him the “plasmal” fraction isolated as the less alcohol-soluble 
tluosemicarbazone represents a mixture of aldehydes having a chain 
length of Ci6 and Cis, the thiosemicarbazone of at least one other aldehyde 
remaining in the mother liquor. He did not succeed in isolating from 
brain tissue a thiosemicarbazone corresponding to that obtained from 
muscle, and concluded that the aldehydes from brain represent a mixture of 
a different ratio. Behrens (3) isolated the thiosemicarbazone without steam 

* This work was supported by grants from the Josiah Macy, Jr., Foundation and 
from the Joshua Rosett Research Fund. Part of the results were presented at the 
meeting of the American Society of Biological Chemists at Boston, 1942 (1). 
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distillation of the aldehydes, taking advantage of the insolubility of the 
silver derivative of the thioscmicarbazonc. This method did not improve 
the yields obtained with Feulgen’s original procedure, and was not ap- 
plicable to brain. 

We have utilized the carbonyl reagents ji-carboxyphenylhydrazine and 
carboxjTnethoxylamine for the isolation of the higher fatty aldehydes. 
The derivatives can be separated from the lipid mixture on the basis of 
their acidic properties. Our methods differ from those of Fculgcn and of 
Behrens in respect to the aldehyde derivative isolated and in the procedure 
used to obtain the lipid emulsion. For muscle an acetone extract was used ; 
for brain, an ether extract of the acetone-dried tissue. In both cases hot 
alcohol extraction was used as an alternate procedure. The aldehydes were 
liberated in the emulsion by treatment with acid. They were separated 
from the bulk of lipids by acetone precipitation. Coupling with the 
carbonyl reagents and isolation of the derivatives were carried out essentially 
according to Anchcl and Schoenheimer (7). 

The concentration of aldehydes actually present in the tissue was meas- 
ured by a modification of the colorimetric procedure of Fculgcn and Gruen- 
berg (8, 9). 

We have succeeded in obtaining the free aldehydes by splitting the deriva- 
tives mth pyruvic acid. The aldehydes thus liberated can be converted 
into other aldehyde derivatives. 

By treating the acid hydrazones or oximes with an excess of a neutral 
aldehyde reagent, a different aldehyde derivative is obtained without ex- 
posing the aldehydes to the danger of polymerization, since thej' are trans- 
ferred directly from one reagent to another. The new derivative which is 
neutral can be separated from the original acid aldehyde reagent. 

EXPERIMENTAL 

The methods of isolation of aldehyde derivatives are described for 200 
gm. of muscle and brain tissue but have been used for amounts up to 5 kilos. 

Preparation of Lipid Emulsion — ^With beef muscle two methods of ob- 
taining the emulsion have proved reliable, (o) 200 gm. of ground muscle 
were extracted three times for 20 minute periods wth 100 ml. of boiling 
ethanol. The alcoholic filtrates were combined and concentrated in vacuo 
and the residue was emulsified in 70 ml. of water, (h) 200 gm. of ground 
muscle were treated ■with 1600 ml. of acetone at room temperature vith 
occasional stirring for 1 hour. The main portion of the acetal phosphatides 
was found in the first acetone extract, the second gi-ving a color test cor- 
responding to not more than 5 per cent of the amount of aldehyde indicated 
in the first extract. The acetone was removed in vacuo and the residue 

was emulsified in 70 ml. of water. 
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The first emulsions from beef brain were obtained with the hot alcohol 
procedure, but in the procedure finally adopted a dry tissue powder was 
prepared from brain by chopping the tissue in a mechanical mixer and 
treating it for three 1 hour periods with 1600 ml. portions of acetone. The 
drj' powder was extracted five times wth 200 ml. of boiling other and the 
residue of the combined ether extracts emulsified in 100 ml. of w'ater. 

The coagulation of the tissue wth hot water and the alcohol extraction 
at room temperature as proposed by Feulgen have no advantage over our 
extraction procedures, which can be completed in a few hours. Forcon- 
sistent isolation of the aldehyde derivatives it is necessary to remove a 
large part of the lipids present despite the fact that tliis entails a loss of 
acetal phosphatides by adsorption. The alcohol-insoluble lipids are 
filtered off after the alcoholic extracts have been kept for about 10 hours. 
If the precipitate shows a strong fuchsin test, it is recrystallized from 
ethanol and the mother liquor combined wth the first alcoholic extract. 
The same result can be attained more simply by discarding the first alcohol 
extract, which usually gives a very weak fuchsin test. 

Liberation of Aldehydes by Acid Treatment of Lipid Emidsion — The 
emulsion was acidified ivith dilute sulfuric acid to pH 1 to 2. Varying 
amounts of acid were necessary because of the different buffering capacity 
of the emulsion. Depending on the extent of removal of alcohol-insoluble 
lipids, 1 to 4 ml. of 2 n sulfuric acid was needed for 100 ml. of emulsion. 
The acidified emulsion from beef muscle was stirred for 4 hours at 37° or 
up to 16 hours at room temperature. Emulsion from brain needs longer 
acid treatment than that from muscle (8 to 16 hours at 37°). 

Preparation of Aldehydes for Reaction vnlh Carbonyl Reagents — 100 ml. 
of the acid-treated emulsion were distributed between 150 ml. of petroleum 
ether and 160 ml. of a 4 per cent solution of potassium carbonate to remove 
all acidic products {e.g. fatty acids) which might have been formed during 
the acid treatment. For clearing the resulting emulsion 150 ml. of ethanol 
were added. The carbonate extraction was repeated three times and the 
petroleum ether extract was w'ashed neutral wth w'ater. Acidification of 
the carbonate extracts showed that the degree of hydrolysis to fatty acids 
is very small. The petroleum ether extract was concentrated in vacuo 
and the residue was taken up in a sufficient amount of ether. To remove 
additional lipids the ethereal solution was poured into 7 volumes of acetone. 
At this step some aldehyde w'as lost. This loss is minimized if the solution 
is fairly dry and is poured into boiling acetone with stirring. The acetone 
filtrate was concentrated in vacuo and taken to dryness twice with addition 
of alcohol. The residue, corresponding to 200 gm. of tissue, was dis- 
solved in 20 ml. of ethanol. 

Coupling Aldehydes with Carbonyl Reagents — The alcoholic solution of 
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free aldehydes was refluxed with the carbonyl reagents for 2 hours (0.25 
gm. of ?)-earboxyphcnylhydra7,iue, Eastman, or of cnrboxj’’methoxylaminc 
(10) per 200 gm. of beef muscle or brain). The p-carboxyphenylhydrazine 
if partly oxidized, as indicated b 3 ’’ a brown color, should be purified (7). 
With the p-caj'bo.xyphcnylh.vd 2 -azine glacial acetic arid was added (0.5 ml. 
per gm. of reagent) and with the carboxjmicthoxjdaminc anlij-^drous sodium 
acetate (0.75 gm. per gm. of reagent). 

After the reaction the alcoholic solution was poured into 4 volumes of a 
4 per cent solution of potassium carbonate (1 per cent in the case of the 
oximes). The mixture was extracted with 4 volumes of ether. After 
the emulsion had cleared, the ether was washed with carbonate solution 
until no further precipitate appeared on acidification of small aliquots. 
The combined extracts Averc acidified with hydrochloric acid. A solid 
precipitate was best obtained bj’’ cooling the carbonate solution before acidi- 
fication and removing the dissolved ether b\' a stream of inert gas. The 
hj'drazoncs were filtered under a stream of inert gas or wove centiifugcd. 

The behavior of the p-carboxjqrhcnjdhj'drazoncs on disti’ibution depends 
on the relative amount of accompanjdng li])ids and on the amount of 
alcohol used. It sometimes happens that hydrazones arc held back in the 
ether from which they can be extracted by varjning the amounts of the 
distributing solvents. An ether layer more deeply colored than the car- 
bonate solution is usually an indication of such a situation. Sometimes a 
middle layer appeal's which probably consists of a mixture of hydrazones 
and lipids. If this layer forms a clear solution A\-ith carbonate, it can be 
acidified directly. Otherwise a redistribution between ether and carbonate 
is advisable. 

Tlie p-carboxyphenylhydrazoncs Avere reciy.stallizcd from aqueous 
ethanol. From glacial acetic acid better crystals Avcrc obtained but in 
smaller yields. The carboxymethoximes Avere recrystallized from 
methanol. 

Since aa'C are dealing presumably Avith a mixture of aldehydes, the analyti- 
cal data can serve only for identification. The p-carboxyphenjdhj'^drazones 
vary in color from a light cream to a deep broAAm, depending on the state of 
purity and exposure to oxidation. The carboxjTnethoximes are AA-hite. 

The p-carbox 5 q)henylhydrazones from beef muscle and beef brain from 
different sources melted at 95-100°, with softening from 80-85°. The melt- 
ing point of the carboxymethoximes Avas betAA^een 67-72°. For analysis 
the h3'^drazones and oximes AA'ere recr3’’stallized tAAuce and dried over phos- 
phorus pentoxide at 2 mm. and room temperature.* 

I 3Vc are indebted to Mr. W. Saschek for tlie analyses. The nitrogen values of the 
hydrazones as determined with the micro-Dumas procedure are too low, an obser- 
vation often encountered with compounds of this type. 
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p-Carboxyphcnylhydrazoncs from Beef Brain (Fig. 1) and Beef Muscle — Found, 
C 73.72 to 74.36, H 10.37 to 10.57, N 6.46 to 6.92; calculated for Cj.H^OjN, (388.6), 
C 74.18, H 10.38, N 7.21. 

Carbdxymcthoximcs from Beef Brain and Beef Muscle (Fig. 2) — Found, C 69.24 to 
69.59, H 11.33 to 11.44, N 3.98 to 4.01; calculated for ChHjjOjN (327.4), C 69.67, H 
11.38, N 4.27. 

For identification of the aldehyde derivatives in routine isolations, the 
titration of the carboxyl group in alcoholic solution was employed. The 



Fig. 1. j)-Carbo\yi)honylhydra?oncs of higher fatty aldehydes from beef brain 



Fig. 2. Caibo\ymetho\imes of higher fatty aldehydes from beef muscle 

values found agree wthin ±5 per cent with a molecular weight calculated 
for an aldehyde mixture wth an average chain length of Ci?. 

The yields of aldehydes obtained as crude p-carboxyphenylhydrazones 
or carboxymethoximes varied between 0.05 and 0.2 per cent of the weight 
of beef muscle used. For beef brain the jdelds corresponded to 0.1 to 0.2 
per cent. The yields after one recrj^stallization, which gave products vith 
good analytical composition, amounted to one-third to one-half of these 
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values. Fculgen obtained 1.5 gm. of tliio.scnHcarbazone.s from 10 kilos 
of horse muscle, a yield of 0.015 per cent. Our jdelds of crude aldehyde 
derivative from beef muscle appear to apjiroach the amount. « determined 
colorimetrically, whereas the yields’from brain tissue are far lower. 

In one experiment three 200 gm. .samples of chopped beef muscle were 
extracted with acetone. The colorimetric procedure indicated 209, 210, 
and 213 mg. ±10 mg. of aldehyde in the first acetone extract . The second 
acetone extract contained color-producing .substance amounting to not 
more than 1 per cent of that of the first. As a standard, free aldehydes 
obtained by splitting the hydrazoncs were used. The first rccrystallization 
yielded hydrazoncs corresponding to Gl, 82, and 66 mg. of free aldehyde. 
The mother liquor contained residues corresponding to 120, 60, and 50 
mg, respective!}’' of free aldehyde. In this particular experiment about 30 
per cent of the aldehydes was isolated in pure form. The residue in the 
mother liquor corresponded to another 25 to 60 per cent. 

Isolation of Aldehyde Dcrivates from Rat Tissue — Considerable difficulties 
were experienced in the isolation of the p-carboxyphenylhydrazoncs from 
rat tissue. We have succeeded in isolating the aldehydes from sets of adult 
and new born rats in several experiments but a great number of negative 
experiments have shown that much more has to be known about the bio- 
logical factors affecting the concentration of aldehydes in rat tissue before 
a reliable routine procedure for their isolation can be developed. 

The following experiments demonstrate that the aldehyde derivatives 
isolated from rat tissue arc very similar in properties to those isolated from 
beef muscle and beef brain. With the hot alcohol procedure 900 gm. of 
ground muscle and bone from five adult rats gave 0.43 gm. of once recrystal- 
lized p-carboxyphenylhydrazones melting at 92°. Found, C 73.69, 
H 10.37. By the same procedure 450 gm. of ground muscle and bone 
from adult rats yielded 0.15 gm. of cnidc carbo.xj’methoximes and 40 mg. of 
recrystallized material melting at 65°. Found, C 70.02, H 11.5 (0.3 per 
cent ash). 200 gm. of ground carcasses (including viscera but without 
heads or skins) of young rats up to the age of 10 daj’s gave 0.1 gm. of cnide 
h 5 ''d 2 ’azones melting at 95°. Fiom 10 gm. of brain (first rat expei-iment) 
87 mg. of crude p-carboxjq)henylhydrazoncs were isolated. Recrystallized 
with great loss, it melted at 95°. Found, C 72.43, H 10.38. 

Direct Transfer of Aldehydes from One Reagent to Another — 0.1 gm. ot 
p-carboxyphenylhydrazones from beef muscle was refluxed in 10 ml. of 
95 per cent acetic acid with 0.5 gm. of thiosemicarbazide (20 moles) for 8 
hours. After distiibution between ether and carbonate the ethereal solution 
contained 71 mg. of neutral residue, which after recrystallization from 
ethanol and ethyl acetate gave 22 mg. of thiosemicarbazones melting at 
100-102°. Found, S 9.57; calculated for CisHjeNsS (326.59), S 9.82. 
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Splitting p-Carboxyphcnylhydrazancs from Beef Musele~^Q mg. of hy- 
drazones were refluxed with 200 mg. of redistilled pyruvic acid in 10 ml. of 
95 per cent ethanol for 10 hours. The alcoholic solution was distributed 
between ether and 4 per cent potassium carbonate solution. After acidifica- 
tion the carbonate solution yielded 44 mg. of pyruvic acid hydrazone melt- 
ing at 225° (90 per cent of theory). The washed and dried ether eontained 
a residue of GO mg. (100 per cent of theory). 54 mg. were allowed to react 
again with p-earboxyphcnylhydrazinc and yielded 45 mg. of hydrazones and 
13 mg. of unreactive material which gave a fuchsin tost corresponding to 
about 1 mg. It is assumed that this unreactive part of the residue repre- 
sents polymerized aldehydes. On this assumption 80 per cent of the 
aldehydes has been accounted tor. 

The carboxymethoximes can be split with pyruvic acid in a similar way. 
Splitting with hydrochloric acid leads to an ether residue which gives only 
a faint fuchsin test and which cannot be recombined to form derivatives. 
It consists presumably of polymerized aldehydes. 

DISCUSSION 

The aldehydes isolated from beef muscle, beef brain, rat muscle, and rat 
brain arc veiy similar in nature, judging from the analytical values of the 
derivatives. These values indicate the presence of aldehydes of an average 
chain length of Cie to Cis, a finding which supports the belief that the 
aldehydes consist mainly of stearaldehyde and palmitaldehyde. It 
cannot be assumed that these aldehydes are the only ones present, since the 
crystallized and analyzed aldehyde derivatives represent only about 30 per 
cent of the crude precipitate of aldehyde derivativesobtained. Themother 
liquor may contain a variety of other aldehydes. It must be kept in mind 
that particularly in the case of brain only a small part of the aldehyde pres- 
ent has been isolated, if the colorimetric test is to be taken as an indication 
of its actual concentration. 

Since the aldehydes are isolated directly from the lipid fraction, deriva- 
tives of other carbonyl comijounds may be prc.sent; e.g., ketosteroids. The 
concentration of these is probably too small to interfere seriously with the 
analytical results. 

The isolation of the higher fatty aldehydes from small amounts of tissue 
ivith the aid of the acid carbonyl reagents has made possible the study of 
their metabolic function in small laboratory animals. The colorimetric 
test indicates large variations of the aldehyde concentration in the muscle 
of different animals, as has been noticed also in histological studies (11). 
The ratio of fuchsin-positive substance in beef to that in rat muscle is 
sometimes as high as 5:1. This may be one of the rea.'-ons for the diffi- 
culties experienced in the isolation of the aldehydes from lat muscle. 
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Furthermore, the relative ratio of the aldehyde mother substance to other 
lipids appeal’s to influence the succe.ss of the isolation procedure. The 
importance of these two factors is clearly shown by the difTcrcnt behavior of 
beef muscle and beef brain towards acetone. Practically all of the aldehyde 
mother substance can be removed from beef muscle by one acetone extrac- 
tion, but only a small fraction from beef brain. 

The free aldehydes arc easily obtained by splitting the p-carlio.xyphenyl- 
hydrazones or carboxymethoximes uith pyruvic acid. This behavior ap- 
pears to be unlike that of the Girard aldehyde comiiounds which in general 
cannot be readily split (12). The fact that it was not. possible to recombine 
all of the liberated aldehyde may indicate polymerization, since the coupling 
reaction itself is probably quantitative. The use of mineral acid instead of 
pyruvic acid leads to complete polymerization, as indicated by the negative 
fuchsin test in the ether-soluble fraction. 

Other aldehyde derivatives can be prejiarcd without isolating the free 
aldehyde, by treatment of one of the derivatives with an excc.ss of another 
carbonyl reagent. This type of tran.sfcr reaction may be useful when deal- 
ing with other labile carbonyl compounds. 

SUMMARY 

Methods are described for the isolation of the higher fatty aldehydes a,s 
jj-carboxyphenylhydrazones and carboxymethoximes from beef muscle, 
beef brain, rat muscle, and rat brain. The isolation procedure has been 
applied successfully to small amounts of tissue (200 gm. of beef muscle, 10 
gm. of rat brain). The ;\'iclds of the cnide aldehyde derivatives amount 
to 0.05 to 0.2 per cent of the tissue used. 

The composition of the top fraction of the recrystallized aldehyde deriva- 
tives from different sources corresponds to the presence of aldehydes of an 
average chain length of Cie to Cig. 

Free aldehydes were obtained by splitting the derivatives with pyruvic 
acid. 

A method for the direct transfer of the aldehydes from one carbonyl 
reagent to another is described. 

We wish to thank Miss Blanche Laznovsky for her able assistance during 
the course of this Avork. 
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THE RATE OF EXCRETION OF INGESTED ACID AND ALKALI 
Br ADRIAN C. KUYPER 

{From the Department of Biochemistry, Txilane University, New Orleans) 
(Received for publieation, July 31, 1942) 

The displacement of the acid-base balance of the body produced by the 
ingestion of acid- or alkali-forming substances is dependent on the buffering 
power of the body tissues and on the rate at which the acid or alkali is ab- 
sorbed and excreted. After the ingestion of about 5 gm. of sodium bicar- 
bonate, the alkali reserve and pH of the blood rise above the premgestion 
level but do not go beyond the normal range. After the ingestion of about 
20 gm. of sodium bicarbonate, the alkali reserve and pH go beyond their 
normal ranges to reach maxima in about an hour and a half, and return to 
normal values within about 3 hours. Ammonium chloride produces a 
corresponding decrease in pH and alkali reserve but the maximum displace- 
ment occurs later and in some individuals the return to normal is more 
prolonged (1-3). 

The early return of the alkali reserve of the blood to normal levels may be 
attributed to the passage of the alkali or acid into the tissues or into the 
urine. Accepted methods for the determination of total urinary acid or 
alkali (4, 5) are not well adapted to extended experimentation, either be- 
cause they are too lengthy or because of uncertainty introduced in the 
organic acid titration by partial removal of citrate in preliminary urine 
treatment (6). It is the purpose of this paper to report a simple procedure 
for the determination of urinary alkali and the results obtained in its appli- 
cation to the determination of the rate of excretion of ingested acids and 
alkalies. 


Methods 

Urinary alkali was determined by subtracting urinary ammonia from 
urinary titratable alkalinity. Titratable alkalinity was determined by 
titrating a 30 cc. sample of urine with 0.25 n HCl to the pH of 0.002 n 
HCl (2.72), and correcting this titration by the amount of 0.002 n acid pres- 
ent in the final titration volume. 6 cc. of 0.015 per cent tropeolin 00 
solution were used as an indicator in the preliminary pH adjustment and the 
final adjustment was made with the aid of a glass electrode assembly. The 
solutions were shaken before aliquot portions were taken for analyses in 
order to suspend precipitated calcium phosphate evenly throughout the 
samples. Ammonia was determined by a modification of a procedure in 
which it is aerated into boric acid solution (7). 
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EXCHETION OF ACID AND ALKALI 


The theoretical basis for this procedure is found in the data appearing in 
Table I. Ingested alkali is excreted directly into the urine as bicarbonate, 
alkaline salts of phosphoric acid, and ns salts of organic acids. The bi- 
carbonate and alkaline salts of phosphoric acid are quantitatively de- 
termined in the alkali titration. The acid phosphate present originally in 
the urine and that arising from the titration of the alkaline salt are titrated 
to the extent of 13 per cent. Salts of citric acid arc titrated to the extent of 
87 per cent. Salts of other organic acids, such as lactic and /3-hydroxybuty- 
ric, arc excreted by the normal individual in negligible amounts and arc al- 
most quantitatively titrated. Urinary nitrogen compounds arc titrated to 


Table I , 
Tilralion of Urinary Alkali 


Substance titrated 

Products of reaction 

Dissociation 

constant,* 

pK' 

Amountt 
titrated 
at pH 2.72 

NfillCOj 

i 

ITjCOa + NaCl 

6.1 

per cent 

100 

Ca,(PO ,)2 

Ca(HjPO,); + NaCl 


100 

Na.IIPO^ 

N.aH.PO, + NaCl 

6 G 

lOO 

NalbPO, 

II,P04 -f- NaCl 

2.0 

13 

Sodium citrate 

Citric acid -f 3NnCl 


87 

Creatinine 

Creatinine hydrochloride 

4.8 

100 

Urea 

Urea hydrochloride 

0.0 

0.2 

Glycine 

Glycine hydrochloride 

2.3 

30 

(NPUIjHPO, 

(NHUH-PO, + NIbCl 

6.6 

100 

(NH^lHjPO, 

II, PO, -1- NII.Cl 

2.0 

12 


* The dissociation constants were taken from the literature (S-10). 
t The amount titrated was calculated from the dissociation constant and deter- 
mined experimentally. The values arc in essential agreement with those of Van 
Slyke and Palmer (11). The value for the acid ammonium salt of phosphoric acid 
was determined from a solution of the sodium salt which contained an excess of 
ammonium chloride. 

a varying degree. About 30 per cent of the amino acids, a very small frac- 
tion of the urea, and all the creatinine are included in the titration. Be- 
cause of the constant diet these substances are excreted in constant 
amounts, and are titrated to the same extent in the control and experimental 
urine samples. Because ammonium is titrated to the same extent as the 
fixed base which it replaces in the urine, the amount was determined separ- 
ately and subti'acted from (he titration of the total alkali. Electrometric 
titration curves of unidentified urine constituents indicate that important 
amounts of other .sul)stances which play a part in tlie acid-base balance are 
not excreted fS). 
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In summary of these considerations, it appears that under the conditions 
of our experiments the only sources of error in the determination of urinary 
alkali may be attributed to the failure to titrate all the increased urinary 
citrate and to the titration of 13 per cent of the acid phosphate. The error 
introduced by the failure to titrate all the citrate amounts to 13 per cent of 
the alkali excreted as citrate but to only 1 or 2 per cent of the total addi- 
tional alkali excreted. The error introduced by the titration of 13 per cent 
of the acid phosphate is small and is dependent on the extent to which the 
ingestion of alkali causes phosphate to be excreted in the feces instead of the 
urine. In experimental work about 90 per cent of ingested alkali and acid 
was recovered in the urine. A large part of that which was not recovered in 
the urine was probably excreted by the intestine as insoluble calcium 
phosphate (12). 

Results 

Representative results obtained in the application of this procedure to the 
determination of the rate of excretion of ingested acid and alkali are shown 
in Table II. A diet of constant composition was ingested and urine 
samples were collected at intervals during the morning, the afternoon, and 
the evening of each day. Day 1 represents a normal control period. On 
Days 2 and 3, 10 gm. of sodium bicarbonate were ingested with breakfast 
just after the beginning of the collection of the first morning sample. The 
parallel rates at which alkali was excreted on these days and the prompt re- 
turn of alkali excretion to the control level on Day 4 indicate that the 
alkali was quantitatively excreted within 24 hours after its ingestion. 
Amounts of ammonium chloride equivalent to the bicarbonate were in- 
gested on Days 6, 7, and 8 of the experiment. During these successive days 
acid was excreted at an increasing rate, as indicated by the negative alkali 
excretion, the fastest rate of excretion occurring on each day about 4 hours 
after the ingestion of the ammonium chloride. Acid excretion continued 
for 2j days after the last ammonium chloride was ingested. 

The ingestion of a more acid diet from Days 13 to 20 of the experiment is 
reflected in the excretion of smaller amounts of alkali during this period. 
On Days 17 and 18, when sodium chloride was ingested mth breakfast, in- 
creased amounts of alkali were excreted. This was followed by a com- 
pensating decrease on Day 19. The increased alkali excretion caused by 
the ingestion of sodium chloride is probably compensator 3 " to an increase in 
the ionic strength of the tissue fluids produced by the sodium chloride. 
The ingestion of sodium chloride decreases the alkali reserve of the blood 
(13), and the ingestion of sodium bicarbonate decreases blood chloride (14). 

Table III summarizes the results of experiments on the rate of excretion 
of acid- and alkali-forming substances. The amounts of acid or alkaline 



Table II 


Urinary Excretion of Ingested Acid and Alkali (Subject A. K.) 


Day 

No. 

Substance ingested 

Alkali excreted per hr. 

Total 
excreted 
per day 

7.30-9.00 

a.m. 

9.00-10.30 

n.m. 


12.00 m.- 

5.00 p m. 

5.00 p.m.- 
7.30 a.m. 



cc. 0.1 N 

cc. 0.1 .V 

«. 0.1 N 

cc. 0.1 N 

cc. 0.1 If 

cc. O.I /f 

1* 


25 

10 

9 

5 

28 

503 

2 

NaHCO,! 

45 

142 


48 

60 

1636 

3 


76 

218 


61 

49 

1689 

4 


39 

20 


1 

27 

479 

5 


19 

18 


3 

30 

581 

6 

NH.Clt 

38 

8 

-15 

-12 

3 

41 

7 

tl 

-3 

-14 

-21 

-16 

-10 

-270 

8 

“ 

-17 

-18 

-28 

-20 

-15 

-420 

9 


-21 

-14 

-17 

-12 

-5 

-210 

10 


6 

3 

6 

-3 

20 

406 

11 


26 

41 

37 

13 

27 

007 

12 


31 

23 

15 

1 

35 

569 

13* 








14 




1 




15 


17 

7 

-3 

20 

10 

207 

16 


25 

1 

3 

25 

5 

245 

17 

NaCl§ 

0 

29 

10 

6 

19 

380 

18 



20 

1 

14 

14 

310 

19 



-3 

-6 


9 

141 

20 


IBil 

21 

29 


8 

218 


* The constant diet ingested during Days 1 to 12 of the experiment was more 
alkaline than the diet ingested from Days 13 to 20. 

1 10 gm. of NaHCOj (1190 cc. 0.1 n) were ingested at 7.45 a.m. 
j 6.4 gm. of NHiCl (1190 cc. 0.1 n) were ingested at 7.45 a.m. 

§ 7.2 gm. of NaCl (1190 cc. 0.1 n) were ingested at 7.45 a.m. 

Table III 


Summary of Experiments 


Substance ingested 

No. of 
expicri- 
: ments 

Subject 

Per cent of ingested acid or alkali excreted* 

After 

2i hrs. 

After 

4l hrs. 

After 

91 hrs. 

After 24 hrs. 

Sodium bicarbonate 

23 

t 

23 ±8 





7 

A. K. 


44 ± 8 

63 ± 9 

90 d: 7 


1 

J. K. 


22 

37 

73 


1 

(1 


24 

04 

101 

“ citrate 

5 

A. K. 



63 ± 8 

88 d: 9 


1 

J. K. 


20 

41 

76 

Calcium carbonate 

3 

A. K.l 






2 

J. K. J 


3 db *1 

2 ± 3 

— 3 ± 6 

Ammonium chloride 

6 

A. K. 


9 ± 5 

IS db 6 

59 d: 10 


1 

J. K. 


5 

11 

42 


* The figures refer to the mean value and mean deviation. Two-thirds of the 
values falls within these limits. 

t Performed on twenty-three different subjects. 
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substances administered were equivalent to 10 gm. of sodium bicarbonate. 
In the first group of experiments sodium bicarbonate was ingested by each 
of twenty-three individuals shortly after a breakfast which consisted of 
toast and coffee. The alkali excreted in 2 \ hours in excess of that excreted 
in control experiments amounted to 23 per cent of the ingested alkali. The 
remaining experiments were performed in the same way as the experiment 
shovm in Table II. The alkali arising from sodium citrate was excreted at 
about the same rate as that coming from the bicarbonate, attesting to the 
very rapid rate at which citric acid is metabolized (15). No significant 
increase in alkali excretion followed the ingestion of calcium carbonate. 
The acid arising from ingested anunonium chloride was excreted at a slower 
rate than ingested alkali. Subject J. K. who had a history of renal damage 
during pregnancy about 6 months previously excreted both alkali and acid 
at a much slower rate than subject A. K. 

SUMMARY 

The alkali formed from ingested sodium citrate is excreted at approx- 
imately the same rate as the alkali of sodium bicarbonate. About 24 hours 
are required for complete elimination. Ingestion of calcium carbonate does 
not increase alkali excretion. 

The acid arising from ingested ammonium chloride is excreted at a com- 
paratively slower rate than ingested bicarbonate. About 2 days are re- 
quired for complete elimination. 
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THE QUANTITATIVE ESTIMATION OF BOTH CYSTINE AND 
CYSTEINE IN MIXTURES 


By M. X. SULLIVAN, W. C. HESS, and H. W. HOWARD* 

{From the Chemo-Mcdical Research Institute, Georgetown University, Washington) 

(Received for publication, July 18, 1942) 


Some j-ears ago Siillivan (1-3) described a distinctive test for cysteine — 
a reaction of cj'steine -with sodium l,2-naphthoquinone-4-sulfonate in a 
highly alkaline solution with the formation of a red color not discharged 
by reducing agents such as sodium hyposulfite (NasSjO^). The test can 
be used for cystine (1-3) after reduction. In early work various means of 
reducing cystine to cysteine were tried: tin, or zinc, and hydrochloric acid, 
sodium amalgam, and sodium cyanide. Because of the simpler technique 
involved, treatment with 5 per cent aqueous sodium cyanide has been most 
frequently employed for the reduction of the disulfide bond. 

The Sullivan reaction has been applied, in general, to the estimation of 
cystine, since cysteine rarely occurs in hj'drolysates, and when found 
therein, was converted to cystine by air oxidation. When TiCla was used 
to maintain reducing conditions and prevent humin foimation (3, 4), the 
substance tested for was cysteine. Practically the same result was given 
whether the amino acid was estimated as cystine with cystine as the 
standard or as cysteine with cysteine as the standard. 

How’ever, in the study of viruses, hormones, and denatured proteins it 
became necessarj’^ to estimate cystine and cysteine in the presence of each 
other. To do this satisfactorily, it is nccessaiy to understand the behavior 
of cystine and cysteine under the conditions of the Sullivan cyanide 
procedure. 

In his first report on cystine, of which 2.0 mg. dissolved in 5.0 cc. of 0.1 
N HCl were treated with 2.0 cc. of 5 per cent aqueous sodium cyanide and 
compared with 2.0 mg. of cysteine not treated wth sodium cyanide, 
Sullivan (1) found practically 100 per cent conversion of cystine to cysteine 
by the sodium cyanide. The explanation of this finding is that enough 
naphthoquinone had been employed to satisfy the cystine requirements, 
but only one-half of that required for cysteine. With lower concentrations, 
cystine gave with the same quantities of reagents 50 to 75 per cent as much 
color as the same amount of cysteine. In 1929, Pulew'ka and Winzer (5) 
showed that C 3 ’anide reacts with cystine according to the equation, USSR 
+ KCN = RSK -h RSCN. 


* The data in this paper were taken in part from the dissertation presented by 
H. W. Howard in partial fulfilment of the requirements for the degree of Doctor of 
Philosophy, Georgetown University. 
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ESTIMAnON OF CYBTINE AND CYSTEINE 


In accordance wtli this reaction a mole of cystine should yield a mole of 
cysteine, and the chromogenic value of cystine would bo 50 per cent that 
of an equal weight of cysteine. In recent work we have found that,' mg. 
for mg., cystine treated with sodium cyanide gives one-half as much color 
as is given by ohemically pure, anhydrous cysteine.' Variation from this 
relationship was found to bo duo to diflercnces in the water content of the 
samples of cysteine hydrochloride and, in part, to oxidation. 

Cysteine hydrochloride is hygroscopic. Shinohara (C) in an examination 
of three commercial samples found the water to bo 6.37, 6.01, and 10.26 per 
cent and sums up his work mth the statement, “Mere purification is not 
enough, as water is the principal impurity.” In our work we have found 
that anhydrous cysteine hydrochloride takes up water rather readily and 
samples in use in the laboratory have contained from 9.6 to 15.7 per cent 
Avator. If kept in a A^acuum desiccator over PjOt, cysteine hydrochloride 
can be maintained free from moisture and, if dissolved in iron-free 0.1 N 
HCl, it is oxidized little in 24 hours. 

The hypothesis that the action of C 3 'anidc on cystine is a double decom- 
position AAith the formation of 1 mole of cysteine and 1 mole of S-cyano- 
cj^steine AA-as examined by comparison of the amount of cj'steine formed 
from ej'^stine by cyanide AAith the amount formed bj" complete reduction 
according to the equation RSSR -f Hj = 2RSH. 

A suitable reducing agent for this purpose must reduce conveniently 
and completelj’’ in a reasonable time, A\ithout heating or filtration AAath the 
attendant risk of loss of cysteine bj" absorption, and Avithout introducing 
into the solution material Avhich Avould interfere AAith the subsequent color 
development. Reduction by sodium amalgam Avas found to meet these 
requirements. 

Sodium Amalgam Reduction — The reagent employed Avas an approxi- 
mately 0.2 per cent sodium amalgam prepared bj'^ dilution of a 2 per cent 
commercial preparation AAitli mercury. The dilute amalgam possesses 
the advantage of being liquid at ordinary temperature and can be measured 
readily by volumetric methods. It reduces cystine to cj'steine quantita- 
tively at room temperature. 7 cc. of the cystine solution, 0.1 N AAith 
respect to HCl or H 2 SO 4 and containing preferably 100 to 200 parts per 
million of cystine, are pipetted into a test-tube and 1.0 cc. of the amalgam 
is added. The mixture is alloAA'ed to stand for 1 hour AAith occasional shak- 
ing. Then 5.0 cc. of the reduced solution (o) are pipetted into a 25 by 
2.5 cm. test-tube, and the ej’^steine content is determined in comparison 
Avith (5) the cysteine produced by the regular Sullivan procedure subse- 
quently detailed. 

1 In all cases the cysteine Avas weighed out as the molar equivalent amount of 
cysteine hydrochloride. 
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Cj^stine was found to give tvice as much color by the amalgam-cyanide 
method as by the C 3 ’anide-cystine method. Cysteine was found to give 
the same amount of color in both the amalgam-cyanide treatment and in 
the cj'anide-cj'stine procedure. Treated by either method, cysteine gave 
the same color as an equal weight of cystine in the amalgam-cyanide 
procedure and twice as much color as an equal weight of cystine by the 
cj’anide-cystine method. These relationships are summarized in Table I. 


Table I 

Comparison of Amalgam-Cyanide and Cyanide-Cystine Methods 


Solution 

Procedure 

Color!- , 
metric i 
reading 

Comparative chromogenic value 

200 p.p.m. cystine 

Amalgam-cyanide 

mm. 

20 

per eenl 

lOO (Standard) 

400 ** •* 

Cyanide-cystine 

20.5 

49 

200 " cysteine 

Amalgam -cyanide 

19.9 

100 

200 

Cyanide-cystine 

19.3 

103 


Table II 


EsKmaliou of Cysteiiit and, Cyslint in Prtitntz of Each Other 


Amount present 

Amount found 

Total, cysteine 

Cysteine 

Cystine 

Cysteine 

Cystine 


mg. 

mg. 

mg. 

mg. 

mg. 

0.1 

0.9 



1.003 

0.2 

0.8 



1.026 

0.3 

0.7 

0.319 


1.014 

0.4 

0.6 



1.018 

0.6 

0.4 

0.591 

0.411 

1.002 


0.3 

0.675 


0.996 

0.8 

0.2 

0.779 


0.992 

0.9 

0.1 

0.911 

0.105 

1.016 


A procedure for the quantitative estimation of cysteine and c j'stine in the 
presence of each other was developed from these findings. Two determina- 
tions are necessary: In Procedure 1 the determination of the chromogenic 
value by means of the regular Sullivan procedure with cystine as the stand- 
ard is carried out in the following manner. To 5.0 cc. of solution containing 
1.0 mg. of cystine, add 2.0 cc. of freshly prepared 5.0 per cent aqueous 
sodium cyanide, mix, and alloiv to stand 10 minutes at 20-25°; add 1.0 
cc. of 1.0 per cent sodium 1 , 2-naphthoquinone-4-sulfonatc and shake for 
10 seconds; add 5.0 cc. of 10 per cent anhj'drous sodium sulfite in 0.5 n 
^aOH, mix, and allow to stand 30 minutes. Then add 1.0 cc. of a 2 per 
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cent solution of sodium hyposulfitc* in 0,5 N NaOlI and match against a 
cystine standard similarly treated. In Procedure 2 reduce with sodium 
amalgam as described and treat, as in Procedure 1 with cystine similarly 
reduced or c.p. cysteine liydrochloridc as the standard. In solutions 
buffered against alkali, as in some protein hydrolysates, it may be necessary 
to add 1.0 cc. of 5 n NaOH before the hyposulfite. 

The difference between the results of Procedures 1 and 2 gives the cys- 
teine present; this subtracted from the value found in Procedure 2 gives 
the cystine present. An example is as follows: A mixture of 4.5 cc. of 
cystine, 200 p.p.m. (0.9 mg. of cystine), plus 0.5 cc. of cysteine, 200 p.p.m. 
(0.1 mg. of cysteine), a total of 5.0 cc., in the cyanide procedure gave a 
cystine value of 1.081 mg. A similar mixture in the amalgam-c\’anide 
procedure gave a cystine value of 0.98 mg. 

1.081 — 0.980 = 0.101 mg. cj’steinc present, 101% of theory 

0.980 - 0.101 = 0.879 “ cystine " 97.7%“ 

In Table II arc given the re.sul1s of analyses of a series of mixtures of 
cysteine and cystine. Each figure is the mean of tluee or four determina- 
tions at the concentration given. 

SUMMAUY 

Cystine and cysteine when estimated by the cyanide-cystine procedure 
arc equivalent mole for mole in chromogenic value; any variation ob.servcd 
is due to impurity in the cysteine, irregularity in wtifer content, or to 
oxidation. Cy.stinc and cysteine when estimated by the amalgam-cyanide 
procedure are equivalent in chromogenic value mg. for mg., since 1 mole 
of cy.stinc gives 2 moles of cysteine. 

With proper attention to the purity of the cystine and cysteine standards, 
it is relativelj’^ ea.sy to estimate cy.stinc or cysteine quantitatively, singly 
or in mixtures. 
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The information at present available as to the metabolism of cholesterol 
and its relationship to the other biologically important sterols is meager. 
Balance experiments (1) have demonstrated that cholesterol can be syn- 
thesized and destroyed in the animal but have given no convincing evidence 
as to the nature of specific precursors of cholesterol. 

In general, balance experiments fail to differentiate between two alterna- 
tives, direct utilization of the dietaiy component or stimulation of a specific 
process of metabolism. It cannot, for example, be decided whether the 
increase of cholesterol observed in some experiments after the feeding of 
fatty substances is the result of conversion of these substances to cholesterol 
or whether it merely reflects an increased metabolic activity of the or- 
ganism. An experiment (2) on the rate of formation of cholesterol, carried 
out with the aid of deuterium, indicated that about half of all the hydrogen 
atoms of the newly formed cholesterol was derived from the hydrogen of 
water; the other half must have originated from the carbon-bound hydrogen 
atoms of some dietary constituent. This evidence eliminated large mole- 
cules as immediate precursors, and suggested that “cholesterol . . . Ls 
formed by the coupling of smaller molecules, possibly those which have 
been postulated to be intermediates in the fat and carbohydrate metab- 
olism” (2). 

The recent observation (3) that the ingestion of deuterio acetic acid, 
CD3COOH, leads to the formation of deuterio cholesterol supports this 
view. On the other hand, deuterio cholesterol is not formed after a,S- 
dideuterio propionic acid and deuterio succinic acid are fed. ff,j3-Di- 
deuterio butyric acid and /3,7-dideuterio butyric acid w'ere only slightly 
effective. The deuterium concentrations in the total cholesterol of the 
experimental animals after the feeding of deuterio acetate for 8 days are 
given in Table I. Positive evidence for the utilization of acetate for choles- 
terol formation was found for mice, growing rats, and adult rats. In each 
case the concentration of deuterium in the cholesterol was over 3 times that 
m the body water. The figures in the seventh column give the proportion 

■Tlyis work was carried out with llioaid of grants from tlm Rockefeller Foundation 
nnd the Josiah Macy, Jr., Foundation. 
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of all the hydrogen in the cholesterol which was derived from the dietary 
acetate during the experimental period. These values must of necessity 
be small, if onl}-^ for the reason that the rate of synthesis of cholesterol 
is slow. 

In considering possible steps in the transformation of acetate to sterol, 
a mechanism must be postulated in which the acetate molecules are reduc- 
tively coupled to form larger units. Intermediates containing only 
labile hydrogen, i.c. readily exchangeable hydrogen, can be ruled out. 
For e.xample, a pathway via oxalacetic acid cannot be considered, as it 
would result in the elimination of deuterium b}' cnolization. We have 
tested some compounds into which acetic acid is known to be converted 
in vivo in order to determine whether an}' of these reactions is involved in 
sterol s3'nthesis. 


Table I 

Feeding of Dcuterio Acetic Acid 


Experiment 

Animals used 

Deuterio 
ocetic acid 
fed per day 
per 100 ;rm. 
body weight 

Deuterium in 

Hydrogen in 
clioleslcrol 

Deuterium 
in total 
fatty acids 

Sodium 

acetate 

Body water 

Isolated I 
cholesterol ' 

derived 
from acetate 



mg. 

1 

clom per 
cent excess 

atem per 
cent excess 

otem per 
cent excess 

per cent 

otem per 
cent excess 

A 

Adult mice 


9.9 

0.04 

0.13 

1.3 

0.02 

B 

Young rats 


6S.0 

0.08 

0.27 

0.4 

0.04 

C 

Adult “ j 


27.6 

0.05 

0.21* j 

0.8 



* In this experiment the cholesterol was converted to cholcsteryl chloride, which 
was analyzed. 


Yeast dehydrogenases rapidly convert acetate to succinate (4). As the 
results obtained on feeding deuterio succinate were negative, the pathway 
from acetate to cholesterol does not go through succinic acid. 

A conceivable explanation for the failure of succinate to generate deuterio 
cholesterol might be that the succinic-fumaric-malic equilibrium causes a 
rapid loss of deuterium to the body fluids and therefore renders detection 
of cholesterol formation impossible. However, this cannot be the reason. 
Assuming that acetate were converted to succinate and that the latter 
lost deuterium by exchange, then deuterio acetate should not be more 
effective in forming deuterio cholesterol than deuterio succinate. Succinate 
does not represent an intermediate step. 

Little is known of acetate metabolism in normal animals. It has ap- 
parently been believed, but not proved, that acetic acid is directly 
burned to carbon dio.xide and water at a rapid rate. Under certain condi- 
tions, such as in fasting animals (5) or in liver slices (6), formation of aceto- 
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acetic acid and /3-h3'droxybutyric acid from acetic acid has been demon- 
strated and ascribed to condensation of acetic acid with either pyruvic acid 
(7) or another molecule of acetic acid (8). 

Morehouse (9) has isolated deuterio /3-h5’’droxybutyric acid from the urine 
of fasting rats which had been given )3,7-dideuterio butyric acid, but 
found normal |8-hydroxybutyric acid after a,/3-dideuterio butyric acid was 
fed. This demonstrates that, while the a- and ;3-hydrogen atoms are 
rapidly replaced, the y-hydrogen atoms are relatively stable. /3,7-Di- 
deuterio butyric acid can be expected to give rise to deuterio acetoacetic acid 
in normal animals also. WTien its sodium salt was fed to rats, the isotopic 
content of the cholesterol was only slightly higher than that of the body 
fluids, in contrast to a comparable feeding of deuterio acetate, when the 
cholesterol formed contained 3 to 4 times more deuterium than the sur- 
rounding body water. In view of the known relationship of butyric, aceto- 
acetic, and ^-hydroxybutyric acids these compounds may be ruled out as 
intermediates in sterol formation from acetic acid. 

In another experiment our animals received a corresponding amount of 
a ,^-dideuterio butyric acid. This compound was expected to exchange its 
deuterium by enolization after being oxidized to acetoacetic acid, and the 
cholesterol isolated should not contain significant concentrations of 
deuterium. The concentration of deuterium in the isolated cholesterol 
was slightly higher than that of the body fluids. 

Propionic acid was tested as a possible cholesterol precursor, because 
of its close biological relationship to pyruvic acid. Sodium a,)3-dideuterio 
propionate was fed to rats as a source of deuterio pyruvic acid, but failed 
to produce a cholesterol wth a significant deuterium content. If this fail- 
ure were due to removal of deuterium by enolization, the same loss of 
isotope should occur with acetate if it were converted to cholesterol via 
pyruvate. Our experimental results indicate that propionic acid and pre- 
sumably pyruvic acid are not intermediates in the synthesis of cholesterol 
from acetate. 

We have attempted, by chemical degradation of the deuterio cholesterol, 
to obtain some more detailed information on the mechanism of sterol syn- 
thesis. Unfortunately the yields of cholesterol fragments which could be 
obtained by oxidative breakdo^vn of the available deuterio cholesterol sam- 
ples would be too small to permit deuterium analysis. The only reaction 
found to be suitable for our purpose was the thermal degradation of choles- 
teryl chloride described by Mauthner (10) . WTien this compound is heated 
to about 300° in a nitogen atmosphere, hydrochloric acid is eliminated; at 
about 400° fission occurs between carbon atoms 17 and 20, yielding iso- 
octane, isooctene, and a high boiling oil to which the structure sho^vn in the 
accompanying formula has been assigned by Bergmann and Bergmann (11). 
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By converting the deuterio cholesterol isolated from our animals into 
cholcsteryl chloride and subjecting the latter to the thermal degradation, 
we have obtained two fractions, representing the side chain and the sterol 
nucleus respectivclj\ The concentrations of deuterium in the isooctane- 
isooctene mixture and in the hydrocarbon C19H30, which ma}' be regarded 
as the primaiy degradation products, are in good agreement with that in 
the cholesteiyl chloride. The occurrence of side reactions leading to a loss 
of fractions with high deuterium concentrations is therefore unlikelj". 
Small errors in the calculation may arise from two sources. The hydro- 
chloric acid split off in the initial phase of the degradation was not analyzed. 
However, unless the deuterium concentration at carbon atom 2 or 4 of 
the sterol nucleus was very much higher than that at other carbon atoms 
the analytical figure for the nucleus could not have been infiuenced pro- 
foundl 3 ^ Secondly, the high boiling hj'drocarbon C 19 H 30 contains onlj-- one 
double bond instead of the two or three expected. Tlie drastic treatment of 
the cholesteiyl chloride evidcntlj'- involves hydrogen shifts, which, how- 
ever, should not greatlj' change the isotopic concentration of the frag- 
ments unless the deuterium concentration at anj" particular carbon is of a 
different order of magnitude from that at others. 

From the analytical values obtained for the two breakdown products, it 
becomes evident that acetate had been utilized for the biosjmthesis of the 
side chain as well as the steroid nucleus. Indeed the deuterium concentra- 
tion found in the side chain exceeds that of the nucleus b 3 ’’ approximately 
50 per cent. The difference may arise from the fact that themeth 3 d groups of 
the cholesterol at positions 18, 19, 21, 26, and 27 may originate directl 3 ’- from 
the acetic acid with the retention of all 3 lydrogen atoms, while the other 
carbon atoms probab^’’ retain onl 3 ’- 1 or 2 of the original h 3 'drogen atoms. 
Since the methyl groups account for 50 per cent of all the lydrogen in the 
side chain, and for onty 20 per cent of the total lydrogen in the nucleus, 
more of the deuterium could be expected to be incorporated into the side 
chain.' 

I The foregoing considerations ignore Uie possibility tliat intramolecular hydrogen 
shift had occurred between the side chain and the nucleus during the pyrolysis. 
This, however, cannot be excluded at prc.sent. As the deuterium content of the 
isooctane is found to be higher than that of the ring hydrocarbon, the isotope must 
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EXPERIMENTAL 

Preparation of Dcutcrio Compounds 

Deuterio Acetic Acid — Deuterio malonic acid was prepared by exchange 
with heavy water and decarboxylated to deuterio acetic acid (12). For 
feeding experiments the sodium salt was used. 

a ,^-Dideuterio propionic acid was prepared from methyl acrylate as 
previously described (13). The sodium salt of the acid contained 34.4 
atom per cent excess deuterium. 

a,P-Dideutcrio butyric add was prepared by hydrogenating ethyl cro- 
tonate with deuterium gas. The sodium butyrate contained 23.1 atom per 
cent excess deuterium. 

^ ,y-Dideutcrio butyric acid was similarly prepared from vinylacetic acid. 
The sodium salt of the / 3 , 7 -dideuterio butyric acid contained 16.0 atom per 
cent excess deuterium. As the p,y double bond in vinylacetic acid is 
known to shift easily towards the a,fi position (14), it was felt necessary 
to prove that the isotope was actually located at the )3- and y-carbon atoms. 
To 0.398 gm. of the sodium butyrate (3.57 mM) in water, 10.34 gm. (117.5 
mM) of ordinary butyric acid and an excess of sulfuric acid were added. 
The butyric acid mixture was extracted from the aqueous solution by 
ether and the ether dried and distilled off. The butyric acid thus obtained 
was brominated according to the method of Fischer (15). The a-bromo- 
butyric acid obtained distilled at 120-122®, 19 mm. It contained 0.49 atom 
per cent excess deuterium or 16.6 per cent when calculated for the undiluted 
acid. This compares with a value of 16.0 per cent for the deuterium analy- 
sis of the sodium /3,7-dideuterio butyrate. As the sodium butyrate and 
the a-bromobutyric acid both contain 7 hydrogen atoms, the agreement 
between the tw'o values demonstrates that no deuterium had been lost as 
the result of the bromination; i.e., no shift of double bonds from the ^,y 
to the a,p positions had occurred during the catalytic hydrogenation of 
vinylacetic acid. 

Isolation of Cholesterol — Cholesterol was obtained in the usual manner 
from the unsaponifiable fractions of the total pooled carcasses. The 
samples were converted into the dibromides, debrominated (16), and re- 
crystallized. The melting points of the purified cholesterol samples ranged 
from 147-149°. 

Cholesterol Degradation — 1.3 gm. of crude sterol obtained from Experi- 
ment C, Table I, were converted into cholesteryl chloride by dissolving in 


have been present in the cholesterol side chain prior to the degradation. The same, 
however, does not hold necessarily for the sterol nucleus. The amounts of deuterio 
cholesterol available at present do not permit as yet the carrying out of reactions from 
which the deuterium content at individual carbon atoms could be determined. 
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chloroform and adding O.G gm. of freshly distilled thionyl chloride. The 
mixture was refluxed for 1 hour, and the solvent and excess reagent were 
distilled off. The dark brown residue failed to crj'stallize. Purification 
was achieved by passing a petroleum ether solution of the cmde product 
through a column of activated alumina. The colorless petroleum ether 
filtrate was evaporated and the residue crystallized from a small volume 
of acetone. There was obtained 0.75 gm. of cholcsteiyl chloride, m.p. 
94-95°, containing 0.21 atom per cent excess deuterium. 

CjtIIuCI. Calculated, C 80.1, H 11.1; found, C 79.7, H 11.4 

For thethei-mal degradation, 0.65 gm. of the dcutcrio cholestcrjd chloride, 
diluted with an equal amount of non-isotopic cliolesterj'l chloride, was 
sloAvly heated to 300° in an atmosphere of nitrogen. H 3 'drochloric acid 
was evolved. The temperature was kept constant until the HCl evolution 
ceased (4 hours). The bath temperature was then slowlj' raised to about 
400°. At this temperature a volatile product distilled over verj’ slow!}' and 
was collected in a trap cooled by drj’ ice. About 250 mg. of a mobile 
distillate were obtained; it was redistilled into a second trap. The liquid 
was presumed to bo a mixture of isooctanc and isooctene. Its boiling range 
was 115-120°; i.c., roughl}’’ the same range as that observed bj* Bergmann 
and Bergmann (11). For deuterium analysis the liquid was volatilized 
directly into the combustion furnace bj' a slow ox^'gen stream. The re- 
sulting water contained 0.128 atom per cent e.\ccss deuterium. Since the 
deuterio cholesteiyl chloride had been diluted 1:1, the actual A'alue for 
the isooctane-isooctene mixture is 0.256 atom per cent excess deuterium. 

The residue which remained after the p^To^vsis was heated over a free 
flame, and a viscous jmllow oil distilled over between 380-400°. An at- 
tempt to obtain a crj’stalline hydrocarbon from this fraction was unsuccess- 
ful. 0.50 gm. of this high boiling oil was dissolved in petroleum ether and 
the solution passed through a column of activated alumina. Only 10 per 
cent of the fraction was adsorbed. The combined filtrate and petroleum 
ether washings were free of pigments. The colorless oil remaining after 
removal of the solvent had the following composition. 

CuHji). Calculated, C S8.4, H 11.6; found, C 88.3, H 11.7 
WS =+30.7“ (2% in benzene) 

Bergmann and Bergmann reported C 87.9, H 11.9, [ajo = +31.4°. The 
hydrocarbon contained 0.089 atom per cent excess deuterium, or 0.178 per 
cent calculated for the undiluted starting material. 

On the basis of data obtained by Bergmann and Bergmann, we assume 
that the composition of the volatile hydrocarbon corresponds closely to 
that of isooctane, CsHis. The average deuterium content of the hydrogen 
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in a compound composed of the fragments CgHis and CigHjo, as calculated 
from their isotope content, would be (18 X 0.26 + 30 X 0.18)/48 = 0.21 
per cent. This compares well with the value 0.21 per cent found for the 
deuterium content of the hydrogen in the cholesteryl chloride which had 
been used as a starting material. 

The catalytic hydrogenation of the hydrocarbon CuHso with platinum 
in acetic acid consumed only one-third of the amount of hydrogen required 
for one double bond. The resistance to hydrogenation is in agreement with 
the view of Bergmann and Bergmann that the double bond in the hydro- 
carbon C19H30 is located at quatemaiy carbon atoms. 

Animal Experiments 

Feeding of Deuterio Acetic Acid. Experiment A — Seven adult mice 
received the following diet (Stock Diet I): 50 per cent casein, 20 per cent 
Wesson oil, 14 per cent salt mixture (17), 16 per cent yeast. The high salt 
content of the diet resulted in a large -water consumption and urine excre- 
tion, thereby favoring the “washing out” of heavy water from the body 
fluids. In addition to the stock diet, each mouse received 110 mg. of 
sodium deuterio acetate (9.9 atom per cent excess deuterium) per day for 8 
days. At the end of the experimental period, each mouse had gained an 
average of 4 gm. The animals were killed, body water -svas distilled from 
the tissues, and total fatty acids and cholesterol were isolated from the 
animal carcasses after removal of the gastrointestinal tracts. 

Experiment B — Two growing rats, w'eighing 102 and 110 gm. respectively, 
were given the carbohydrate-free Stock Diet I and in addition 137 mg. of 
sodium deuterio acetate (68 atom per cent excess deuterium) per animal 
per day over a period of 8 days. Each animal gained about 30 gm. during 
the feeding period. 

Experiment C — Four adult rats having a combined weight of 1113 gm. 
received the follo-vving Stock Diet II : 86 per cent casein, 3 per cent Wesson 
oil, 5 per cent yeast, 5 per cent salt mixture (17), 1 per cent cod liver oil. 
During the 8 day feeding period, each animal received 400 mg. of sodium 
deuterio acetate (27.6 atom per eent excess deuterium) per day. At the 
end of the experimental period, the combined weight of the animals was 1196 
gm. A total of 1.4 gm. of crude cholesterol was obtained from the animal 
carcasses. 

The results of the deuterium analysis of body water, fatty acids, and 
cholesterol are given in Table I. The data suggest that variation of dietary 
composition has had little effect on the formation of deuterio cholesterol. 
During the experimental period, the feces were collected from the animals 
of Experiment C, Table I. They were ground up -with anhydrous sodium 
sulfate, extracted -with ether and acetone, and the sterols precipitated from 
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the URsaponifiable fraction bj’ cligitonin. If -we assume tliat tlio fecal 
sterols -were derived from the body sterols and that the deutenum con- 
centration in the bodj’ stciols increased linearly during the experiment, 
then the deuterium concentration of the total fecal stciol should be half 
of that of the bod}" cholesterol at the end of the experiment. The fecal 
sterols recovered from the digitonides contained 0.110 atom per cent excess 
deuterium, as compared to 0.21 atom per cent c.xcess in the body cholesterol. 

Feeding of Dcutcrio Succmic Acid — ^Nino adult mice received the carbo- 
hydrate-free Stock Diet I and a dail}' addition per mouse of 110 mg. of 
deuterio succinic acid,- containing 26.9 atom per cent excess deuterium. 
During the experimental period the combined weight of the mice increased 
fiom 180 to 215 gm. Body water and cholesterol from the combined car- 
casses contained 0.13 and 0.07 atom per cent excess deuterium respectively. 

Tabi-e II 

Feeding of Dentcrio Fallij Acid'! to Adult Hat'! 
l.C mM of tlic sodium salt of dciUcrio fatly acid ucro fed per day per 100 pm. of 
body u eight in each case. 


Compound fed (*odium 

Deuterium 
in com* 

Deuterium m 

pound feti 

Bod> \\atcr 

Cholesterol 

1 Fatty acids 


atom fer 
tent excess 

atom per 
cent excess 

atom per 
cent excess 

j atom per 
\ cent excess 

Acetic acid 

27. G 

■la 

0 21 


a,(3-Didoutetio propionic acid 

.3-1 4 

■la 

0.02 

0.01 

“ butyric acid 

23 1 

0 03 

0 04 


/3,-)-Dideuterio “ “ 


I 0.05 

1 

0 07 

0.02 


Feeding of Sodium a,ff-Didcuterio Propionate — Ttvo rats liaving a com- 
bined weight of 297 gm. received the carbohj’drate-frce, low fat Stock 
Diet 11. During the experimental period of 8 days, each animal received 
a daily addition of 231 mg. of sodium deuterio propionate (34.4 atom per 
cent excess deuterium). On the 3rd da}" of feeding, the rats developed a 
slight diarrhea, which disappeared when some bone meal was added to the 
diet. At the end of the experimental period, the two animals had a total 
weight of 310 gm. The analytical data aie given in Table II. 

Feeding of Sodium a ,^-Dideulerio Butyrate — Two rats, having a total 
weight of 294 gm., were given Stock Diet II and in addition 265 mg. of 
sodium butyrate (23.1 atom per cent e.xcess deuterium) per animal per 
day. No change of weight occurred during the 8 day feeding period. The 
deuterium analyses for bod}" water and cholesterol are given in Table II. 

» The deuterio succinic acid was kindly supplied by Dr. Abiaham Mazur. It had 
been prepared from diethyl fumarate by catalytic hydrogenation with deuterium gas. 
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Feeding of Sodium p ,y-Dideuierio Butyrate — ^Two rats received Stock 
Diet II and in addition 265 mg. of sodium butyrate (16.0 atom per cent 
excess deuterium) daily per rat over a period of 8 days. The combined 
weight of the animals increased from 291 to 329 gm. The analytical results 
are presented in Table II. 


DISCUSSION 

In all experiments the test substance was supplied with the diet for 8 
days. During this period the animals were slowly synthesizing and de- 
stroying cholesterol. The rate of these reactions for the adult mouse is 
about 2.5 per cent per day (2) ; so that at the end of the 8 day period the 
total cholesterol, i.e. the cholesterol actually analyzed, should represent a 
mixtiue of about 1 part of newly formed and 4 parts of preexisting choles- 
terol. The rate of cholesterol synthesis in the rat has not been determined 
but may be assumed to be of similar magnitude. We know from the ex- 
periments on the deuterium content of cholesterol of micew'hose body fluids 
contain DjO that the maximum concentration of deuterium in their choles- 
terol is about half of that of the body fluids. A level of about one-tenth 
is reached in 8 days. Whenever in the present experiments the concentra- 
tion of deuterium in the total cholesterol is appreciably over one-tenth that 
of the body fluids, there is presumptive evidence for a synthesis utilizing 
hydrogen from a deuterio dietary constituent and not from water alone.* 
The appearance of cholesterol with a concentration greater than half that 
of the body fluids is conclusive evidence for the utilization of the isotopic 
test substance in the synthesis of cholesterol, since no assumption need then 
be made as to the rate of this reaction. The results of the three acetic acid 
experiments satisfy both criteria for conversion of acetate to cholesterol. 
In each case the deuterium concentration is over 30 times that which could 
be expected to enter the cholesterol from the body fluids. 

Our experimental results demonstrate clearly that the cyclopentano- 
perhydrophenanthrene structure can be synthesized from Cj imits. A 
condensation of numerous small molecules with the intermediate uptake 
and elimination of the elements of water, with or *vithout reduction of 
double bonds, is therefore suggested. From our data the exact nature of 
the unit undergoing condensation cannot be stated. It seems unlikely to 
be the relatively inert acetic acid itself, but rather a closely related inter- 

• The deuterium concentration of the body fluids was zero at the start of the ex- 
periment and at a maximum, given in Tables I and II, at the end. It may be as- 
sumed that the major part of the acetic acid was oxidized to water and carbon dioxide. 
From the amounts of deuterium administered and the fluid intake of the animals it 
can then be calculated that the deuterium concentration in the body fluids rose for 
about 3 days and thereafter remained relatively constant. 
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mediate such as acetaldehyde, < into which acetic acid might readily lie con- 
verted the organism. 

The available data are not sufficient to enable one to decide whether 
acetic acid (or a related intermediate) forms the .sole precursor for choles- 
terol, because it is not known to what extent the dictar}' dcutcrio acetate 
was diluted by acetic acid formed in the organism. At present, even the 
occurrence of acetic acid as such in intermediary metabolism is not defi- 
nitety established. However, the animal organism is undoubtedly capable 
of metabolizing acetic acid. The following discussion therefore refers not 
only to acetic acid itself but al.so to closely related compounds into which 
acetic acid might be converted bj-^ the animal. 

The minimum fraction of cholesterol derived from dietary acetate can 
be estimated. The deuterium concentration in the cholesterol isolated 
from Experiment A (Table I) amounted to 1.3 per cent of that of the ad- 
ministered sodium acetate. Since the cholesterol analyzed represented a 
mixture containing approximatclj'' one-fifth of the cholesterol newly formed 
during the experimental period, the percentage of hj'drogcn derived from 
acetate during this period must have been 5 X 1.3 = G.5 per cent. Fur- 
thermore, we know from previous findings that one-half of the total hy- 
drogen atoms in cholesterol had, during its sjmthcsis, originated from 
the bodj'- fluids. The body water in this experiment contained onlj' 0.04 
per cent d6<:ii:rium. Since the deuterium concentration of the hydrogen 
derived from the body fluids could not have had a measurable value 
(<0.005 atom per cent excess), the deuterium concentration of the 
cholesterol hydrogen derived from acetate must have been twice as high 
as 6.5 per cent. We maj’’, therefore, conclude that a minimum of 13 per 
cent of all the hj^drogen in the newlj' formed cholesterol derived from or- 
ganic molecules had originated in the dietary deuterio acetic acid. 

Data on acetic acid production in the rat are not available. Bernhard 
(19), working on sulfanilamide acetylation, observed an approximately 
10-fold dilution of deuterio acetate in rabbits. It may be inferred that, 
if acetic acid is formed at comparable rates in the rat and in the rabbit, 
the deuterio acetate qj' related compound would have been diluted several 
times by the ordinaiy analogue before being used for cholesterol S3mthesis. 
On this basis, a substantially higher fraction than the calculated 13 per 
cent of the cholesterol would have been derived from acetic acid. If acetic 
acid is the sole precursor of cholesterol, a large dailj’- S 3 mthesis of acetic 
acid to dilute the dietary acetic acid must be postulated. 

* MacLean and HoEfert (IS) in their study on the formation of fat and sterols b3’’ 
aerated yeast observed an inhibition of sterol s3’nthesis by sulfite, whereas it had no 
effect on fat formation. They account for the inhibition by suggesting that an 
aldehyde is an active metabolite in sterol synthesis. 
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The deuterium concentrations in cholesterol after both a,P- and / 3 , 7 -di- 
deuterio butyrate are fed are slightly higher than that of the body fluids; 
the deuterium of the cholesterol, therefore, caimot have been derived only 
from the body fluids. The results may be due to hydrolysis of acetoacetate 
to acetic acid, although the actual value indicates that under our experi- 
mental conditions hydrolysis of acetoacetie acid could not have been its 
main metabolic pathway. 

The concentration of deuterium in the cholesterol of animals fed succinate 
seems too high to have been derived only from the body fluids. A slight 
conversion to acetic acid may have occurred. The essentially negative 
results obtained with propionic, succinic, and the butyric acids indicate 
that the conversion of acetate to cholesterol is a specific reaction scarcely 
shared' by the related lower fatty acids. 

The observ'ation that in animals which had formed deuterio cholesterol 
from deuterio acetate the fatty acids had not taken up stably bound 
deuterium makes it seem unlikely that fatty acids were utilized. These 
results do not exclude the possibility that the carbon atoms of acetic acid 
are utilized for fatty acid formation. The mechanisms for these two 
syntheses, however, must be fundamentally different.'' 

In this connection it is of interest to consider the data reported by Sonder- 
hoff and Thomas (20) on sterol formation by oxygenated yeast with 
deuterio acetate as the sole nutrient. Under their experimc...^il'l conditions 
the unsaponifiable fraction of yeast contained roughly one-third as high a 
deuterium concentration as the deuterio acetate used. The acetate hy- 
drogen did not exchange in the yeast culture and acetic acid was not formed 
by the cells, as the acetate recovered from the culture contained an un- 
changed isotope concentration. The deuterium content of the sterols 
was Uvice as high as that of the yeast fats and 20 times higher than that of 
the yeast carbohydrates. These authors interpret their data to indicate a 
rather direct utilization of acetate molecules for sterol synthesis. 

A mechanism involving the condensation of a great number of acetic 
acid or related molecules accompanied by reduction of double bonds and up- 
take of hydrogen from the surrounding fluids would be in agreement with 
the results of Sonderhoff and Thomas for yeast as well as ours for the animal 
tissues. The preformed chains of the higher fatty acids, such as palmitic, 
stearic, or the corresponding unsaturated acids, have frequently been 
discussed as probable building stones for the sterol molecule (21). The 
evidence secured from the study of fat metabolism with the aid of deuterium 
points strongly against a participation in sterol synthesis of the higher fatty 
acids per se. Fecal sterols of rats which had received for 8 days an addition 
of deuterio palmitate to a sterol-free diet did not contain an excess of 
isotope (22). As the excreted sterols must have been derived from choles- 
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terol S3Tithesizcd in the animal, the fatty acid as such could not have served 
as a precursor. The possibility that fatty acids ire the source of acetic 
acid and thereby supply carbon and hydrogen for cholesterol synthesis still 
would not permit us to regard them as precursors in the accepted sense. 

SUMMARY 

1. The feeding of sodium dcutcrio acetate to mice and rats leads to the 
formation of deuterio cholesterol. By degradation of the sterol isolated 
from the animals, isotope was shown to be present in both the side chain 
and the nucleus of the cholesterol molecule. 

2. A minimum of 13 per cent of the hydrogen atoms of cholesterol was 
derived from the acetate ion. The actual value must be higher, as the 
dietary acetate must have been diluted cither by endogenous acetate or a 
closelj' related derivative into which the acetic acid is converted b}' the 
organism prior to utilization for sterol synthesis. 

3. The experimental results e.xcludc propionic, butyric, and succinic 
acids directl}^ and pyruvic and acetoacctic acids indirectly, as inter- 
mediates in the acetate-sterol conversion. 

4. The absence of deuterium in the fatty acids of animals fed deuterio 
acetate is additional support for the previously c.xprcsscd view that fatty 
acids are not directly involved in cholesterol synthesis. 
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CONJUGATED PYRIDOXINE IN RICE BRAN 
CONCENTRATES 

Bt JOHN V. SCITDI 

{From Ihe Merck Institute for Therapeutic Research, Rahway, New Jersey) 
(Received for publication, August 14, 1942) 

A colorimetric method for the determination of pyridoxine has been 
described (1) and, following studies of the urinary elimination of unchanged 
pyridoxine (2, 3), it has been shown by this method that a small fraction 
of the vitamin is altered at the 4-hydroxymethyl group and eliminated by 
way of the urinary system (4). A larger fraction of the vitamin is con- 
jugated, presumably through the 3-hydroxyl group, by man and the dog, 
hut not by the rat (4). Since work is being discontinued at this juncture, 
the follomng evidence is presented to show that water-soluble extracts 
of rice bran also contain free and conjugated forms of pyridoxine. 

EXPERIMENTAL 

Two water-soluble rice bran concentrates were used as follows: 0.5 gm. 
samples in 5 cc. of water were precipitated at pH 8 with 0.5 cc. of clear, 
saturated basic lead acetate solution. The precipitate was removed, 
washed ivith water, and the combined supernatant fluids were adjusted 
to pH 3 with dilute hydrochloric acid. The solution was diluted to 20 cc. 
and 10 cc. were allowed to percolate at a rate of 0.5 cc. per minute through 
a glass column (10 mm. outside diameter) containing 100 mg. of superfiltrol 
diluted ivith 900 mg. of Decalso. The adsorbent ivas wa.shed with three 
successive 5 cc. portions of water which contained f volume of Mcllvaine’s 
citrate buffer (pH 3). The vitamin was eluted with three portions (5 cc. 
each) of 0.25 n sodium hydroxide. Portions of the eluate were analyzed 
essentially as reported (1), ivith and ivithout hydrolysis (4). 

The following slight modifications of the test reaction were introduced. 
To increase the sensitivity, only 2 volumes of the half strength reagent 
were used instead of the 4 volumes originally recommended. To avoid 
salt effects, 1.5 gm. of potassium chloride were added to the aqueous phase 
of the te.st reaction. To avoid the influence of temperature variations 
and age of the reagent, readings ivere taken at 5 minute intervals until 
maximum absorption was attained; readings were made in this way with 
a blank, to indicate 100 per cent transmittance, with a standard solution, 
to calibrate the instrument, and ivith the unknown test solution. 

From the data in Table I, it appears that hydrolysis increases the free 
pyridoxine content of the samples. Since after hydrolysis the concentrates 
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were found to contain about 100 7 of total pyridoxinc per gm., like con- 
centrations of crystalline pj^ridoxine were added to the rice brans and re- 
covery experiments were performed. The data shown in Table I indicate 
moderately satisfactory recovery of added pyridoxinc. When the eluates 
were hj'-drolyzcd prior to analysis, .satisfactory agreement vith the rat 
growth and yeast growth methods of assay was obtained. Thus, it may 
be assumed that onlj" pyridoxinc was measured by the colorimetric method. 
Since this agreement is attained only after hj'drolysis, it would appear that 

Taulk I 

Pyridoxinc Conlenl of Rice Bran Concentrates 


The values arc expressed in microgrnms per gm. of concentrate. 


Sample No. 

Free pyridoxinc 

Total pyridoxinc 

Recovery 

Added 

Total found 

1* 

5G 


100 

182 


50 


100 

171 


04 


100 

20s 

2t 

50 


100 

201 


00 





50 

128 

100 

230 


50 

129 

100 

224 


50 

132 

100 

202 


00 

132 

100 

223 


00 

133 

100 

239 



138 

100 

200 



138 

i 100 

230 



1 140 





141 

100 

219 


* This sample, kindly furnished by Dr. Morgnreidge of the National Oil Products 
Companj', was assayed by the rat growth method and found by him to contain 110 y 
per gm. Dr. Daniel Melnick, of the Food Research Laboratories, Inc., using a 
modified yeast growth method of ass.ay found 115 7 of pyridoxinc per gm. This 
value was obtained only after hydrolysis, 

t This was a commercial sample. It was analyzed colorimetrically by Dr. A. D. 
Emmett of Parke, Davis and Company, who found 132 7 of pyridoxine per gm. 

there is in rice bran a water-soluble pyridoxinc conjugate of low molecular 
weight which is not precipitated by protein precipitants, and which is 
adsorbed by acid clay and eluted much as pyridoxine is. This conjugate 
may well be different from the one occurring in urine as a result of the 
metabolism of pyridoxine. For reasons already outlined (1, 4), it would 
appear that pyridoxine, like thiamine pju'ophosphate, may be conjugated 
tvith phosphoric acid through the 3-hydroxy] group, or a readily hydrolyzed 
N substituent of the pyridine nucleotide type may be present in this 
conjugate. 
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It has long been recognized that pyridoxine occurs bound to protein (5), 
and it has been postulated (6) that the vitamin functions as the prosthetic 
group of an enzymatically active protein molecule. The occurrence in 
nature of a water-soluble pjTidoxine conjugate may suggest a mode of 
linkage of the %dtamin to the protein. 

The occurrence of a conjugated pyridoxine requires an evaluation of the 
various types of assay procedures in use. The conjugate which occurs in 
urine gives the indophenol reaction only after hydrolysis (4), and recently, 
Snell, Guirard, and Williams (7) using a yeast growth method (8) to meas- 
ure the urinary excretion of pyridoxine also found an increased response 
followng hydrolysis, but both the free and conjugated forms of the vitamin 
which occur in rice bran are measured simultaneously in the rat. The 
differences in analytical data reported (8) may, therefore, result in part 
from such differences inherent m the assay procedures used. 

The assistance of Mr. Walter C. Fulmer is gratefully acknowledged. 

STJMMAKY 

Evidence is presented to show that rice bran contains free pyridoxine 
and a water-soluble conjugate of low molecular weight. 
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THE DETERMINATION OF INULIN 

Br ROGER S. HUBBARD and TED A. LOOMIS 

{From the University of Buffalo School of Medicine and the Buffalo General Hospital, 

Buffalo) 

(Received for publication, August 6, 1942) 

The clearance of inulin has been used by various workers as a measure of 
glomerular filtration in the mammalian kidney (1). For this purpose the 
determination of the concentration of inulin in blood and urine following 
intravenous injection of this compound is necessary. The common colori- 
metric methods used for this determination were investigated to determine 
the one preferable for use on blood and urine samples containing inulin. 

In the early work inulin was determined by measuring the difference in 
the reducing power before and after acid hydrolysis (2). Later methods 
are based upon the colorimetric determination of the fructose formed 
following hydrolj'sis of the inulin. One of these colorimetric methods was 
developed by van Creveld (3), and was modified by Alving, Rubin, and 
Miller (4) and by Corcoran and Page (5). This method involves hj'- 
drolyzing the inulin and heating the resulting solution in a boiling water 
bath with diphenylamine and hydrochloric acid. When alcoholic di- 
phenylamine is used, the heating is done in sealed tubes to prevent evapora- 
tion of the solvent. If an acetic acid solution of diphenylamine is used, 
the heating may be done in open tubes (6). 'RTien such a procedure is 
preceded by preliminary treatment with yeast, this method is quite specific 
for inulin. The nature of the reaction wrhich takes place is not known, 
but a blue, water-soluble compound is formed, the concentration of which 
IS proportional to the amount of inulin present. 

A colorimetric method W'hich was developed by Roe (7) for the de- 
termination of fructose in blood and urine may be used for the determina- 
tion of the fructose formed by the hydrolysis of inulin. This method is 
based upon the Seliwanoff reaction and is specific for fructose in the pres- 
ence of other reducing substances commonly present in blood and urine. 
When this method is used, the inulin is hydrolyzed and the resulting solu- 
tion is heated at 80° wth resorcinol in the presence of hj'drochloric acid. 
The intensity of the color is proportional to the amount of inulin present. 

When a w'ater solution of inulin is treated by either of these methods, 
the blue color formed bj’- the diphenylamine method is more intense than 
is the red color formed by the resorcinol method for any given concentration 
of inulin. This makes the diphenylamine method the more sensitive one. 
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Both methods, however, produce sufficient amounts of color to permit 
determination of concentrations of inulin above 4.0 7 per cc. when a 
photoelectric colorimeter and appropriate light filters are Used. 

Experiments were carried out to determine whether preliminary hy- 
drolysis of the solution containing inulin was necessary (C, 8). It was 
found that either the resorcinol or the diphenjdamine reagent gave the 
same amount of color when preliminary treatment -with acid was omitted 
as when it was carried out. This probably results, at least in part, from 
hj^drolysis taking place during the determinations. The authors feel that 
it is better to omit the preliminarj' hj’drolysis, both because it makes the 
method less time-consuming and because prolonged treatment with acid, 
if not carefully controlled, may result in destruction of fmetose. 

Glucose produces a measurable color by the diphenylamine reaction. 
The amount of this color from a 10.0 mg. per cent solution is equivalent, 
on the average, to that from 0.2 mg. per cent fructose. The same concen- 
tration of glucose when treated by the resorcinol method produces only a 
very small amount of color, the intensity of which could not be measured 
by the photoelectric colorimeter used in these studies. If filtrates are 
prepared by diluting normal blood plasma 10 times, it is therefore not 
neccssarj'' to remove glucose when the inulin is determined by the resorcinol 
method. Glucose, however, must be removed from such filtrates 
when the diphenylamine method is emploj'ed if a high degree of accuracy 
is desired. 

Normal undiluted urine contains some non-fermcntable substance or 
substances which give a color when treated by either method. It was 
found by experiment that the color was due to two reactions. One of 
these reactions was between the urine and the resorcinol and the other 
was between the urine and the acid which was present. The latter color 
can be accounted for in urine samples containing inulin by making simul- 
taneous determinations in which the resorcinol is omitted. The former 
color is usually of such small amount that it is unmeasurable if the urine 
is diluted sufficiently when the determination is made. The amount of 
color varies in different samples mth the concentration of the urine. In 
general, if the urine is diluted 100 or more times, no measurable color is 
present. When inulin clearance determinations are made, dilutions to 
this extent are necessary because of the Iiigh concentration of the poly- 
saccharide present. 

The method considered most satisfactory is described below. Although 
this method is not considered more accurate than the diphenylamine 
method, it is preferred because it is not necessary to remove glucose from 
the samples. 
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Reagents — 

1. 0.1 per cent resorcinol in 95.0 per cent alcohol. 

2. 30.0 per cent hydroehloric acid. 

3. A stock standard inulin solution containing 1.0 mg. per cc., from 
which a working standard is prepared by diluting this 1:50 or 1 : 100 at 
the time when the analyses are made. 

4. Somogyi zinc sulfate deproteinizing agents: (a) 12.5 gm. of ZnSOi- 
7 H 2 O dissolved in 125 cc. of 0.25 n H2SO4 and made up to 1000 cc. with 
water; (6) 0.75 n NaOH in distilled water. 

Proeedure for Blood — When the determination is made on blood plasma, 
the plasma is deproteinized according to the method of Somogyi (9), which 
is as follows: To 1.0 cc. of plasma are added 8.0 cc. of acid zinc sulfate 
(Solution I) and 1 cc. of sodium hydroxide (Solution II). After standing 
for j hour the mixture is filtered. The filtrate is diluted so that it contains 
between 0.5 and 4.0 mg. per cent of inulin. To 1.0 cc. of the diluted filtrate 
are added 1.0 cc. of the alc^,. 'c resorcinol and 3.0 cc. of 30.0 per cent 
hydrochloric acid. The solutic mixed well and placed in a water bath at 
80° for exactly 8 minutes, after wnich it is cooled in running water. The 
volume is made up to 5.0 cc. with y5 per cent alcohol and the solution is 
mixed again. The eolor is compared wth that given by inulin solutions 
which have been simultaneously treated by the same procedure. A photo- 
electric colorimeter having a filter with maximum transmission of light 
at 450 ma was used in the present experiments. 

Procedure for Urine — If a protein-free urine is used, it is only necessary 
to dilute the urine so that it contains between 0.5 and 4.0 mg. per cent of 
inulin. The urine should be diluted at least 100 times. To 1.0 cc. of the 
diluted urine in a test-tube are added 1.0 cc. of alcoholic resorcinol and 3.0 
cc. of 30.0 per cent hydrochloric acid. To a second test-tube containing 
1.0 cc. of the diluted urine are added 1.0 cc. of 95 per cent alcohol and 3.0 
cc. of 30.0 per cent hydrochloric acid, without the resorcinol. The two 
tubes are shaken and placed in a water bath at 80° for exactly 8 minutes, 
together with a standard solution of pure inulin. They are then cooled 
in running water. The intensity of the colors is determined in the same 
manner as that used for blood samples. 

Calculations — The calculation for the inulin content of the plasma is 
the same as that used for any colorimetric determination. The concentra- 
tion of inulin in the urine samples is the difference between the concentra- 
tion found in the tube to which resorcinol was added and that in the tube 
to which no resorcinol was added. The color formed in the latter tube 
was due to a reaction between the acid and the urine and not due to the 
inulin. 
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Blood — 

(Reading of unknown) (dilution factor) 
(Rending of standard 1.0 mg. %) 


mg. inulin per 100 cc. 


Urine — 

(R eading of unknown minus reading of acid-urine control) (dilution) 
(Reading of standard 1.0 mg. %) 

= mg. inulin per 100 cc. 

In Table I a series of determination.s is piven showing (he recoverj' from 
plasma and urine of added inulin. 


Table I 


Recovery of Added Inulin from Plasma and Urine 


riasma 


Urine* 


Dilution 

Inulin 

added 

Inulin 

recovered 

Per cent 
recovery 

Dilution 

Inulin 

added 

Inulin 

recovered 

Per cent 
recovery 


mg. per cent 

mt. ft' (fvl 

■■ 


mg. per cent 

mg. per cent 


1:10 

1.0 

1.02 

mm 

1:100 

1.0 

1.01 

101 


2.0 

1.95 



1.0 

0.96 

96 

1:20 

1.0 

1.01 



2.0 

1.9S 

99 


3.0 

3.02 

101 


2.0 

2.02 

101 

1:30 

1.0 

1.02 

102 


3.0 

2.85 

95 


4.0 

3.87 

97 


3.0 

3.10 

103 

1:40 

3.0 

3.01 

100 

1:200 

1.0 

0.96 

96 


4.0 

3.88 

97 


3.0 

3.20 

107 





1:300 

1.0 

1.06 

106 


1 




4.0 

4.30 

107 





1:400 

2.0 

2.01 

101 




1 

1 


1 

1 4.21 

[ 105 


* If the urine is diluted less than 100 times, the apparent recovery of inulin is high. 


SUMMARY 

The factors which influence the colorimetric determination of inulin 
in blood and urine are discussed. An adaptation of the Roe method for 
fructose is described for the determination of inulin in blood and urine. 
This method does not require the preliminarj"^ removal of glucose from 
normal blood samples. 
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STUDIES ON THE PHOSPHORUS COMPOUNDS OF BRAIN 
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BRAIN 
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(From the De-partmcnl of Biological Chemistry, American University of Beirut, Beirut) 

Lebanon, and The Biochemical Research Foundation of the Franklin Institute, 
Newark, Delaware) 

(Received for publication, July 15, 1942) 

The isolation of adcnosinetriphosphoric acid from brain was reported 
recently (1). The present study deals tvith the quantitative determination 
of this compound in brain frozen in situ, and the changes it undergoes 
during postmortem autolysis. 

Since suitable methods are not available for separating adenosine tri- and 
diphosphate, adenylic acid, and inosinic acid, we have confined our exam- 
inations to the amounts of (a) nucleotide, and nucleoside plus free purine, 
(6) acid-hydrolyzable phosphorus combined wth the nucleotide, and (c) 
adenine and hypoxanthine in both the nucleotide and the nucleoside-free 
purine fractions. By means of these studies it is possible to follow the 
loss of phosphoric acid and of the amino group, and the conversion of 
nucleotide to nucleoside or free purine during the autolytic breakdown of 
adenosine triphosphate. 


EXPERIMENTAL 

Brain tissue was secured from dogs under amytal anesthesia (65 mg. per 
kilo injected intraperitoneally). For determination of the initial com- 
position, the brain was frozen in situ with liquid air and sampled as previ- 
ously described (2), except that artificial respiration was not used. For a 
study of the composition after short periods of autolysis (30 seconds or less) 
the brain was removed from the animal, thrown into a mortar containing 
liquid air, and immediately flattened with a potato masher to permit more 
rapid cooling. The frozen tissue was ground to a powder, transferred to a 
tared flask containing 10 per cent trichloroacetic acid, and reweighed. 
For periods of autolysis of more than 30 seconds the brain was weighed 
rapidly to the nearest decigram, then ground in a mortar with a measured 
portion of iced trichloroacetic acid. The period of autolysis was measured 
from the time the brain was excised to the moment when it was immersed in 
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liquid air or crushed in acid. Extra trichloroacetic acid was added to give 
a mixture of 1 part of brain to 10 of fluid (brain water included) and a con- 
centration of 10 per cent acid. After standing for 20 minutes wth occa- 
sional mixing, the ice-cold mixture was filtered, and the filtrate was meas- 
ured and neutralized to phcnolphthalcin with concentrated NaOH solution. 

Methods of Analysis — Total purine nucleotide, nucleoside plus free 
purine, and the amounts of adenine and hypoxanthine in the nucleotide 
fraction were measured bj" procedures previously described (3-G). The 
term acid-hydrolyzable phosphorus refers to the amount of organic phos- 
phorus hydrolyzed on being heated at 100° in the presence of 1 N HCl. 
Unless otherwise indicated, the period of hydrolysis was 15 minutes, in 
which 67.2 to 67.9 per cent of adenosine triphosphate pho.sphorus is hydro- 
lyzed (7). After hydroly.sis the liberated phosphoric acid was determined 
by the method of Fiske and Subbarow (8). Organic acid-hydrolyzable 
phosphorus equals the difference between the value thus obtained and the 
sum of inorganic and phosphocrcatine phosphorus (9). “Stable” nucleo- 
tide phosphorus maj' bo calculated from the values obtained for adenine 
and hypoxanthine, on the basis of 1 mole of phosphorus per mole of purine. 

It is important to know to what extent the determination of acid-hy- 
drolyzable organic phosphonis in the original trichloroacetic acid filtrate 
represents the so called pyrophosphate fraction of adenosine triphosphate; 
hence for the measurement of this fraction it is desirable to .separate the 
adenosine triphosphate from the solution. With this in \dow Stone (10) 
precipitated irith calcium hj'droxide and considered the separation to be 
quantitative because no loss occurred on dissohnng and rcprecipitating. 
We find, however, that the amount of acid-hydrolyzable organic phosphorus 
precipitated under the conditions described bj’ Stone is considerably less 
than that precipitated by mercuric acetate, in one case being only 76 per 
cent of the latter value. If the filtrate from the calcium hydro.xidc pre- 
cipitate is made 0.2 per cent acid with acetic acid and treated wth mercuric 
acetate, an additional quantit}’^ of acid-hydrob'zable phosphorus is precipi- 
tated together ivith purine, in the ratio of 5 atoms of N to from 0.7 to 1.2 
of hydrolyzable P, vdth the latter representing 38 to 54 per cent of the total 
phosphorus. The material in the calcium hydro.xide filtrate may be either 
adenosine diphosphate or a mixture of the triphosphate, diphosphate, and 
adenylic acid. We suspect it to be the latter, for calcium hydroxide 
precipitates only 80 per cent of pure adenosinetriphosphoric acid under the 
conditions used by Stone (f.e., concentrations of nucleotide and of tri- 
chloroacetic acid similar to those found in protein-free brain filtrates). 
When the trichloroacetic acid is omitted, practicall}'^ none of the compound 
is precipitated. This is also the case when the mixture of adenosinetri- 
phosphoric acid and trichloroacetic acid is first neutralized wth NaOH 
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and subsequent!}' treated with calcium h 3 'droxide. It appears certain that 
not all of the acid-hy(irol 3 'zabIe phosphorus bound to nucleotide is precipi- 
tated b}' calcium h 3 -droxide. This explains Stone’s obseri-ation that in the 


Table I 

Adenine and Hypoxanlhine {or Guanine) Nudeolide, Nudeoside Plus Free Purine, 
and Organic Acid-Hydrolyzable Phosphorus in Fresh and Auiolyzed Dog Brain 
[Not Crushed); Comparison of Determinations on Trichloroacetic Acid Extract 
and on Mercuric Acetate Precipitate 
The results are expressed in mg. of N or P per 100 gm. of brain. 




Trichloro&cetic &dd filtrate 

ilercuric acetate ppt. 

Kucl co- 
tide N 

Ade- 

nine 

N in 
nucleo- 
tide 

Hj-po- 
xan- 
thine (or 
guanine 

in 

nucleo- 

tide 

Nucleo- 
side + 
free 
purine 
S 

Organic 
acid- 
hydro- 
lyxable 
P I 

Total 

purine 

N 

Nudeo- 

tide 

N 

i 

Nudeo- 
side -j- 
free 
purme 
N (by 
differ- 1 
cnee) 

Organic 

add- 

hydro- 

lyxable 

P ! 

Molar 
ratio, 
acid- 
hydro- 
b’zable 
P to 
nudeo- 
tide 


see. 











32 

0 

21.2 

17.3 

2.2 

2.0 

19.3 


20.0 

1.8 

17.9 

2.04 

18 

0 

19.0 

16.4 

2.6 


18.2 


18.7 

1.2 


1.98 

19 

0 

19.0 

15.4 

2.8 


16.2 

20.5 

19.2 

1.3 

wm 

1.86 

21 

0 

18.4 




17.2 

19.4 

19.1 

0.3 



22 

0 

17.3 

14.7 

1.9 


16.4 

18.8 

17.3 

lO 

15.5 

2.05 

Average 

19.0 

16.0 

2.4 

2.0 

17.5 

20.1 

18.9 

1.2 

16.8 

1.98 

28 

2 

19.8 

15.6 1 

2.1 

2.1 

16.4 

21.2 

18.4 


15.0 

1.85 

33 

5 

19.2 

16.6 1 

2.1 

2.3 

14.5 

19.4 

18.9 

0.5 

13.7 

1.61 

30 

10 

19.3 

15.6 

2.0 

2.4 

14.5 

20.9 

18.5 


13.7 

1 1.70 

29 

20 

17.3 

12.1 

2.0 

2.6 

13.0 

19.9 

17.3 


12.2 

l.SS 

34 

30 

19.1 

16.5 

2.4 

2.1 

14.1 

21.2 

19.4 

1.8 

13.2 

1.53 

27 

40 

19.8 

16.3 

2.0 

2.9 

13.7 

21.0 

19.8 

1.2 

12.3 

1.47 


min. 











25 

1 

17.9 

15.1 

2.5 

3.0 

12.6 

21.7 

16.9 

4.8 

11.2 

1.39 

26 

1 

19.1 

15.5 

2.6 

3.6 

12.5 

22.0 

19.5 

3.5 

12.0 

1.45 

36 

2 

18.2 

15.4 

2.6 

3.5 

10.0 

23.0 

18.1 

4.9 

9.1 

Bni« 

24 

3 

15.8 

13.3 

2.3 

2.0 

8.1 

17.9 

14.3 

3.6 

7.7 


37 

5 

17.9 

13.4 

2.8 

5.5 

6.2 

22.7 

16.0 

6.7 

5.5 


35B 

10 

13.7 

9.5 

2.4 

6.0 

5.1 




3.7 


38 

20 

14.5 

10.0 

2.2 

Bl 

3.5 

20.8 

14.2 

6.6 

2.3 


17 

35 

11.2 

7.3 

2.2 

dbI 

4.5 

17.7 



2.0 


39 

60 


6.0 

2.0 

s.s 

2.9 


10.9 

6.4 

1.3 



calcium h3'droxide filtrate (which he designates the hexose phosphate frac- 
tion) 28 to 48 per cent of the phosphorus is h 3 'drol 3 'zed in 7 minutes in n 
HC l at 100°. In a similar filtrate from the mercuric acetate precipitate 
onl}’ 8 per cent of the organic phosphorus is h 3 ’drol 3 'zed in this time. 
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Evidence that mercuric acclatc in the prcKcneo of 0.2 per cent acetic acid 
precipitates the nucleotides of brain quantitatively i.s presented in Table I. 
The average value for nucleotide nitrogen in the eighteen experiments in 
which a comparison is po.ssiblc was 17.9 mg. per 100 gm. precipitated by 
uranium acetate from the original trichloroacetic acid filtrate, while 17.G 
mg. per cent were found in the mercuric acetate precipitate. It has already 
been shown that uranium acetate precipitates the purine nucleotides quan- 
titatively, but does not precipitate nucleo.sides or free purines (3, 11, 12). 
The data in Table I show that mercuric acetate precipitates not only all 
of the nucleotide but also the greater part of the nucleoside and free purine 
fraction of brain. This is not true for muscle filtrates. The reason for 
this interesting difference has not yet been determined. 

Since the mercuric acetate precipitate contains all of the nucleotide, it 
must also contain all of the acid-hydrolyzable organic phosphorus combined 
with the nucleotide. The amount of acid-hydrolyzable phosphorus thus 
precipitated represents about 96 per cent (average for five experiments) 
of that found in the original filtrate when the brain is frozen in liquid air, 
but as low as 44.5 per cent M-ith autolyzed brain (Table I), the difference 
between the two values remaining approximately the same (av'cragc for 
fifteen experiments 1.1 mg. per 100 gm.). Correction of the 15 minute 
value by subtracting the amount of phosphorus hydrolyzed in a second 
15 minute period results in a closer correspondence only for brain which 
has not been .subjected to autolysis. 

Mercuric Acetate Precipitation Procedure — A 100 cc. portion of the 
neutralized trichloroacetic acid extract (representing 10 gm. of brain) is 
acidified with acetic acid to a concentration of 0.1 per cent; then 5 cc. of 
20 per cent mercuric acetate dissolved in 2 per cent acetic acid are added, 
the acid concentration thus becoming 0.2 per cent. After the mixture has 
stood on ice until sedimentation is complete, the precipitate is centrifuged, 
washed once with 0.5 per cent mercuric acetate, and then brought into 
suspension by shaking with 20 cc. of water, after which the stopper and 
walls of the tube are rinsed, the tube is immersed in ice, and HoS is passed 
through the suspension for 45 minutes. After removal of H2S by aeration 
the mixture is diluted to 50 cc. and filtered through a dry filter. Suitable 
portions of the filtrate are taken for determinations of total, acid-hydrolyza- 
ble, and inorganic phosphorus. Purine nucleotides are precipitated by 
uranium acetate from 5 cc. portions of the filtrate and determined as previ- 
ously described (3). For the determination of total purine nitrogen 5 cc. 
aliquots are hydrolj'^zed for 20 minutes at 100° in 1 N H2SO4 (precipitation 
by uranium acetate being omitted), and the purines are precipitated with 
cupric hydroxide and then as the cuprous-bisulfite complex as in the usual 
procedure (3). Separate determinations of adenine and hypoxanthine may 
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be made by the macroprocedure described for nucleotides (3) if a larger 
portion of the trichloroacetic acid filtrate is taken for precipitation by 
mercuric acetate. The nucleosides and free purines contained in the filtrate 
from the uranium nucleotide may then also be studied. The nucleosides 
are first h.vdrolyEed in boiling normal acid, uranium is removed by neu- 
tralization, and the purines arc precipitated as the cuprous-bisulfite 
complex and analyzed by the methods of Hitchings (3-6). 

Results 

The values for nucleotide, nucleoside plus free purine, and the amounts 
of adenine and hypoxanthine in the nucleotide fraction, all determined on 
the trichloroacetic acid filtrate, are presented in Table I. Nucleotide and 
total purine determined in the mercuric acetate precipitate as well as the 
organic acid-hydrolyzable phosphorus in this fraction are also reported. 

In the dog brain frozen in situ wth liquid air, 19 mg. of nucleotide nitro- 
gen per 100 gm. are found, 83.5 per cent of this (average) being adenine.* 
Only traces of uric acid were detected. The molar ratio of organic acid- 
hydrolyzable phosphorus to nucleotide is close to that required if all 
nucleotide were present as nucleoside triphosphate (Table I). This ratio 
was calculated from the values for hydrolyzable organic phosphorus in the 
mercuric acetate precipitate, and the sum of adenine and hypoxanthine 
precipitated by uranium acetate. The fact that guanine is included with 
the hypoxanthine does not affect the molar ratio, unless the ratio of silver 
to purine proves to be different from that in the argentipicrate of hypo- 
xanthine. 

Phosphorus attached to the purine nucleosides (i.e., the sum of organic 
acid-hydrolyzable phosphorus and the calculated value for stable nucleotide 
phosphorus) amounts to 25.2 mg. (average), or 36 per cent of the total 
acid-soluble phosphorus, the latter value being 69.2 mg. per 100 gm. 
(average for the five experiments on brain frozen in situ). Nucleoside plus 
free purine nitrogen averages 2.0 mg. per 100 gm. in the fresh brain, or 9.5 
per cent of the total acid-soluble purine nitrogen. 

' In a recent publication (6) Hitchings states that guanine, if present, would be 
precipitated together with the hypoxanthine as an insoluble silver salt. All of the 
experiments recorded in this paper were completed before this publication appeared; 
hence the values recorded for hypoxanthine include guanine. If the ratio of silver 
to guanine is similar to that for hypoxanthine, our results can be recalculated to moles 
of purine, since the silver in the precipitate was measured and the nitrogen equivalent 
calculated. We have made two determinations of guanine in the nucleotide fraction 
by the method of Hitchings (6), finding 2.7 mg. of guanine nitrogen per 100 gm. of 
brain 30 seconds after excision, and 2.1 mg. after 30 minutes. It seems, therefore, 
that the major part, if not all, of the purine in the filtrate from the adenine picratc 
is guanine and not hypoxanthine. 
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During uutolysis the first change noted is a decrease in the organic 
acid-hydrolyzable phosphorus. This occurs wthin 5 seconds after removal 
of the brain, and continues progrcs-sivcly ns nutolysis proceeds, the value 
becoming approximately half of that required for full phosphorylation in 
about 3 minutes. Nucleotide nitrogen, which does not change during this 
interval, then begins a gradual decline, reaching half the normal level \vithin 
1 hour, while nucleoside and free purine increase simultnneou.sly at the 

Taiile II 

Distrihiilion of Purines in Nuckosicie-Free Purine Fraction in Dog Brain after 
Aulolysis; Analyses on Mercuric Acetate Precipitate 
The results nre c.vprcsscci in nig. per JOO gm. of brnin. 


Dural'ion 
of autolysis 

NuclcoMffe 4- 
frcc purine N 

Adenine K 

Ilypqianthine N 

Ribose 

min. 

16 

8.2 

3.5 

2.0 

7 

35 

7.1 

2.9 

3.4 

! 8 

60 

6.4 

1.7 

4.9 

4 


Table III 

Changes in Purine i\^uclcotidcs and Add-Hydrolyzable Organic Phosphortts of Brain 

(Dog) Crushed in Water 


The results nre expressed in mg. per 100 gm. of brnin. 




Trichloroacetic acid filtrate 

Mercuric acetate ppt. 

Experi- 

ment 

No. 

Duration 

of 

autolysis 

Nucleo- 
tide N 

Adenine 
N in 
nucleo- 
tide 

Hypo- 
aantninc 
N in 
nucleo- 
tide 

NuclcO- ; 
side 

and free 
purine N 

Total 1 
purine N 
{hY 

addition) 

Total ^ 
purine N 
(deter- 
mined) 1 

Nucleo- 
tide N 

Nucleo- 
side and 
tree 

purine N 
(by dir- 
lerence) , 

Acid- 

hydro- 

lyzable 

organic 

P 


min. 










41 

1 

18.8 

12.0 

Lost 

4.0 

22.8 

22.3 


5.3 

9.1 

42 

5 

10.6 

6.7 

2.0 

7.3 

17.9 

18.0 

11.4 

6.6 

2.7 

3SA j 

10 

8.7 

5.5 

2.4 

8.1 

16.8 




2.4 

43 

30 

4.2 

0 

2.8 

12.7 

16.9 

16.1 

4.9 

11.2 

1.3 


expense of nucleotide. The decrease of nucleotide is accounted for entirely 
in the adenine fraction. 

During 1 hour of autolysis no accumulation of inosinic acid takes place, 
the value determined for hypoxanthine in the nucleotide fraction remaining 
close to that found in fresh brain. 

The fraction containing nucleoside and free purine was examined for its 
content of adenine and hypoxanthine in three experiments. The mercuric 
acetate precipitate prepared from a trichloroacetic acid filtrate equivalent 
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to 50 gm. of brain was used for this study. After removal of nucleotides 
and of uranium a portion of the filtrate tested -with Bial’s orcinol reagent 
was found to contain pentose. The green color was compared wnth 
arabinose standards similarly treated as a rough measure of the ribose 
content. The purines in the remaining solution were precipitated and 
analyzed by the method of Hitchings (3-6). The results are presented in 
Table II. Both adenine and hypoxanthine are found in the nucleoside- 
free purine fraction, together wth enough ribose to account roughly for 
the adenine or part of the hypoxanthine (but not both) as nucleoside. 

Autolysis for a period of 1 hour causes no significant change in the total 
purine nitrogen other than that expected from deamination of adenine. 

When the brain is crushed in water and then allowed to stand, the 
autolytic changes are more rapid, adenine nucleotide decreasing in 5 
minutes to a level requiring 30 minutes in intact brain. Within 30 minutes 
the adenine nucleotide disappears completely (Table III). 

The difference between total purine and nucleotide nitrogen in the 
mercuric acetate precipitate is presented for the sake of comparison with 
the nucleoside and free purine fraction as determined in the trichloroacetic 
acid filtrate (Table I). The comparison shows that mercuric acetate pre- 
cipitates the major portion of the nucleoside-free purine fraction in brain 
extracts provided autolysis has not proceeded longer than 20 minutes. 

DISCUSSION 

The pathway of autolytic decomposition of adenylic acid appears to vary 
in different tissues. In frog muscle ground with water Parnas (13) found 
adenylic acid deaminized with no further decomposition of the inosinic 
acid thus produced. Others (14-16) found varying amounts of nucleoside 
and free purine in autolyzing rabbit and beef muscle, Ostern alone (14) 
finding no adenine present in this fraction. Mozolowski (16) concluded 
that adenine is absent from the nucleoside-free purine fraction of blood. 
His tabulated data, however, record significant quantities (21 and 31 per 
cent of the total purine nitrogen in the uranium filtrate) in two of his three 
experiments. 

In brain we find no accumulation whatever of inosinic acid as adenylic 
acid disappears, but rather a decomposition to nucleoside and free purine, 
adenine being found in this fraction and decreasing progressively during 
autolysis. The question is whether, after two phosphoric acid groups have 
been liberated from adenosinetriphosphoric acid, the adenylic acid thus 
set free is next deaminized to form inosinic acid, or dephosphorylated with 
formation of adenosine, the latter being subsequently deaminized. En- 
zymes are present, at least in muscle, for deaminizing both adenylic acid 
and adenosine, Schmidt (17) having found separate deaminases for the two 
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compounds. A phospliatnso specific for the purine ribonucleotides and 
designated S-nucleotidase lias been reported by Reis (18), wlio noted that 
mammalian muscle contains little, frog muscle none, and nen^e tissue 
relatively large fpianfities of tliis enzyme. The difTcrence in the behavior 
of adenylic acid on autolysis in the ti.ssues of various species finds an ex- 
planation in the distribution of this nueleotidase. Since frog muscle con- 
tains none of the enzyme, the nucleotide is deaminized but not further 
decomposed. In brain, liowevor, which is rich in the 5-nucleotidase, the 
adenj'lic acid is split to nucleoside and free purine. In rabbit muscle, 
which contains little of the enzj'mc, small amounts of nucleoside and free 
purine are formed. Pohle (19), however, found no nucleotide remaining 
in rabbit muscle incubated 4 hours in 2 per cent sodium bicarbonate solu- 
tion. In the nucleoside fraction he found carninc, and this was increa.scd 
at the expense of adenylic acid when the latter was added to the digestion 
mixture. 

The progressive decrease of adenine in the fraction containing nucleoside 
and free purine, together witli the absence of cnzymc.s capable of de- 
aminizing adenine (17, 20, 21), indicates that the adenylic acid is dephos- 
phorylated before being deaminized. If the pathway of decomposition 
were by waj' of inosinic acid, no adenine should bo found in the nucleoside- 
free purine fraction. A similar conclarion was reached by von Euler and 
Skarzynski (22) for the pathway of decomposition of adenylic acid in em- 
bryonic tissue, liver, and Jensen sarcoma of rats. 

The fact that the decomposition of nucleotide to nucleoside or free purine 
begins only after the acid-hydrolyzable phosphorus has decreased to a level 
equal to the stable nucleotide phosphorus indicates that the nucleotidase 
which splits phosphorus from adenylic acid remains ineffective as long as 
the nucleoside is in the form of di- or triphosphate, a condition which also 
prevents the deamination of adenylic acid (23). This is in harmony with 
the observation of Reis (18) that the nucleotidase has no effect on adenosine 
triphosphate, but only on adenylic and inosinic acids. 

The molar ratio of acid-hydrob^zable phosphorus to nucleotide purine 
indicates the attachment of three phosphoric acid groups to each molecule 
of purine nucleoside in brain frozen in sitn. Since onlj" 83.5 per cent of 
the purine in this fraction can be accounted for as adenine, the remainder 
(hypoxanthine or guanine) must also be present as the triphosphate. The 
presence of inosine triphosphate in resting brain is difficult to accept in the 
absence of any increase of hypo.xanthine in the nucleotide fraction during 
autolysis, and also because of the conclusion of Embden and Schmidt (23) 
that deamination of adenine does not occur as long as it is present as 
adenosine triphosphate. These difficulties are remo^^d by our observa- 
tion^ that most if not all of the nucleotide purine other than adenine is 
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actuallj' guanine, and it appears likely that the guanine is present as 
guanosine triphosphate. 

It is of interest to note that the decomposition of nucleotide begins at 
the time free sugar has disappeared, about 3 minutes after removal of the 
brain (24). 

No appreciable liberation of ammonia is to be expected from brain 
within 2 minutes after death, according to our experimental data; then a 
slow production should occur as adenylic acid and adenosine are decom- 
posed. In brain allowed to stand after being crushed in water, the maxi- 
mum jdeld of ammonia nitrogen from this source would be about 3 mg. 
within 30 minutes, since all of the 16 mg. of adenine nucleotide nitrogen is 
deaminized in this period (Table III). In a similar period in uncrushed 
brain less than 2 mg. of ammonia N would be liberated (Table I). These 
calculations are of especial interest in view of the values reported in the 
literature for brain ammonia (25-27). These varj' from 0.1 to 2.8 mg. of 
N per 100 gm. On incubating brain with 2 per cent NaHCOj for 2 hours, 
Riebeling (25) found values of between 8 and 10 mg. of ammonia nitrogen 
per 100 gm., not more than 3 mg. of which could have originated in adenine 
according to our data. Preliminary experiments conducted in this labora- 
tory have revealed major sources of error in the methods used in some of 
these investigations, and show' that the ammonia nitrogen of brain frozen 
in situ is less than 0.3 to 0.5 mg. per 100 gm.^ 

SUMM.'V.EY 

Methods arc described for analysis of the purines and the acid-hydroly'za- 
blc phosphorus attached to the nucleotide after separation of the nucleo- 
tides from the trichloroacetic acid filtrate by precipitation w'ith mercuric 
acetate. 

Dog brain frozen in situ w'ith liquid air contains 19 mg. of acid-soluble 
purine nucleotide and 2 mg. of nucleoside and free purine nitrogen per 100 
gm. Of the nucleotide nitrogen, 83.5 per cent is adenine. Preliminary 
studies indicate that the remainder is guanine rather than hypoxanthine. 
The amount of acid-hydrolyzable phosphorus found attached to the nucleo- 
tide is close to that required for full phosphorj'lation. 

During autolysis loss of acid-hydrolyzable phosphorus begins within 5 
seconds, reaching a level corresponding to adenosine diphosphate in about 
3 minutes, after which the nucleotide nitrogen slowly decreases to half the 
normal level w'ithin an hour, with a corresponding increase of nucleoside 
and free purine. No formation of inosinic acid is observ'ed during 1 hour 
of autolj'sis. Adenine together wth hypoxanthine and ribose is found in 
the nucleoside-free purine fraction, the adenine decreasing during autolysis. 

’Fawaz, G., unpublished experiments. 
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The decomposition of nuclcoiide to nucleoside and free purine with a 
gradual decrease of adenine in the nucleoside fraction and no increase of 
inosinic acid suggests that adcn5'lic acid in brain is first decomposed by a 
phosphatase rather than by a deaminase. 
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' TRYPTOPHANE METABOLISM 

X. THE EFFECT OF FEEDING dl-, AND d(+)-TRYPTOPHANE, d(-)- 

AND di-p-3-INDOLELACTIC ACID, )3-3-INDOLEPYRUVIC ACID, AND !(-)- 

KYNURENINE UPON THE STORAGE OF LIVER GLYCOGEN AND THE 

URINARY OUTPUT OF ICYNURENIC ACID, KYNURENINE, AND TOTAL 

ACETONE BODIES* 

Bt RAYMOND BORCHERS, CLARENCE P. BERG, and NEWTON E. 

WHITMAN 

{From the Biochemical Lahoralory, State University of Iowa, Iowa City) 
(Received for publication, August 6, 1942) 

The amount of tryptophane required for maintenance and growth is 
small (2). When an excess is supplied to some animals, kynurenic acid is 
excreted (3) and, under certain conditions, kynurenine also (4). Although 
these are quantitatively the most important of the known metabolic prod- 
ucts of tryptophane, the amounts excreted in extensive tests in the dog and 
rabbit have usually accounted for less than half, more often for less than a 
third, of the tryptophane administered (4-6).* 

Whether tryptophane is glycogenic or ketogenic is not clear. A number 
of years ago Dakin (7) observed that the injection of 14.5 gm. of Z(~)- 
tryptophane into the phlorhizinized dog 3 delded 2.7 gm. of extra glucose, 
3 gm. of kynurenic acid, and a precipitate with mercuric sulfate equivalent 
to about 3 gm. of tryptophane. He considered the yield of glucose too 
small to warrant concluding that it was formed from tryptophane. Per- 
fusion of a surviving liver with 1.5 gm. of Z(— )-tryptophane yielded no 
acetoacetic acid or acetone. 

The studies recorded in this communication were directed toward deter- 
mining whether a change could be shown in acetone body output upon 
feeding tryptophane to the fasted, but otherwise normal, rat, or to the rat 
fed sodium butyrate, and whether such feeding would affect the storage of 
liver glycogen. We were also interested in determining how the dl and 

* The experimental data in this paper are taken from a dissertation submitted by 
Raymond Borchers in May, 1942, in partial fulfilment of the requirements for the 
degree of Doctor of Philosophy in Biochemistry in the Graduate College of the State 
University of Iowa. A preliminary report has been published (1) . 

Some of the procedures employed are based on data from a thesis submitted by 
Newton E. Whitman for the degree of Master of Science in August, 1939. 

The assistance afforded by Grant 311 of the Committee on Therapeutic Research, 
Council on Pharmacy and Chemistry, American Medical Association, is gratefully 
acknowledged. 

* Berg, C. P., and Rowe, V. K., unpublished data. 
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d{+) forms of l.rypfoijlmnc, inclo!pp.vruvic, dl- niicl f/(— )-indol('Iaclic acids, 
and f(— )-kynurpnlnc would compare with Z(— )-fryptophanc in these 
respects and in their efTeet. upon the excretion of kymirenineand kyniircnic 
acid in this species. 


KXPKtnMKNTAIi 

Tlie compounds tested were prepared hy met liods previously employed 
in this laboratory. Total nitrogen was determined bj’ a semimicro- 


'J’Ani.K I 

Physical Pcopcclics of Compounds Studied 



Mfltinpj point 

Total nitro;:en 



Compountf 

round 
(uncof- ; 
rcctcd) 

Recorded 

round 

Calcu* 

lated 

found 

(ffjp recorded 


•c. 

•c. 

per cent 

per 

cent 

decrees 

decreet 

U— )-Tryptophanc 

274-281 1 

277 (8) 

13.4-13.7 

13.72 


-33.0 to 

(8)* 


281-282 (9) 

1 


-33.5 

-33.6 (10) 

df-Tryptoplmne (11) 


282-283 (12) 

13. C 

13.72i 



d(-f)-Tryptophnnc 


281-282 (9) 

13.6 

13.72, 

-f32.1 

4-32.45 (9) 

(9) 

(/(-Indololactic 

143 

145 (12) 

1 

! C.7 

6.83 



acid (12) 

d(— )-Indolclactic 

99 

100-101 (12) 

6.7 

! 

G.S3 

-5.3 

-5.36 (12) 

acid (12) 

^-3-Indolcpyruvic 

205 

211 (12) 

6.0 

6.89 



acid (13, 14) 
l(-l-) -Kynurenine 

175 

180 m 

7.8 -8.1 

8.38 

-M0.1§ 

4-10.7 

sulfatof (4)t 

185 





4-10.03 (4)f 


* The references which follow the names of conipoumls arc to methods of prepa- 
ration. 

t In the free form, kymircninc is Icvorotatory ((4) and foot-note 1). 

t See foot-note 1. 

§ The concentration was 1.0 gm. per 100 cc. of solution in water; in all other in- 
stances the concentrations were 0.5 gm. per 100 cc. of aqueous solution. 

Kjeldahl procedure. Optical rotations were read in a Schmidt-Haensch 
polariscope tvith an electric sodium lamp. Pertinent anal 5 Tical data and 
comparisons with the literature are summarized in Table I. 

Kynurenic acid, which is produced from several of these compounds, 
separates from the urine upon strong acidification. Kynurenine, trypto- 
phane, and indole derivatives form sparingly soluble complexes with the 
mercuric sulfate reagent used in the Van Slyke procedure for determining 
total acetone bodies (16). Hence the following routines were devised to 
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determine kynurenic acid, “kynurenine,” and total acetone bodies in 
each 24 hour sample of urine. 

Kynurenic acid was precipitated by acidifying the urine to Congo red 
with sulfuric acid. After 24 hours in the refrigerator the precipitate was 
separated by centrifugation and washed by suspending it in 10 cc. of 5 per 
cent (by volume) sulfuric acid and recentrifuging. The supernatant fluid 
and w’ashings were decanted into a 100 cc. volumetric flask. The 
kynurenic acid was redissolved, reprecipitated, and washed with water- 
saturated butyl alcohol to remove extraneous indole derivatives, essentially 
as directed elsewhere (6). The supernatant urine and washings were 
diluted to volume with water and reserved for estimating “kynurenine” 
and total acetone bodies. 

’‘Kynurenine’’ refers collectively to all substances precipitable as the mer- 
curic sulfate complex from urines previously freed of kynurenic acid, ace- 
tone, and acetoacetic acid; for convenience in making comparisons, the 
precipitates were calculated as kynurenine. For the detennination, 20 
cc. of the reserved supernatant urine and washings were mixed with 1 cc. 
of 50 per cent (by volume) sulfuric acid and boiled to expel the preformed 
acetone and the acetone produced by the decomposition of the acetoacetic 
acid. The solution was cooled, adjusted to 10 cc., and mixed with 20 cc. 
of 10 per cent mercuric sulfate in 5 per cent (by volume) sulfuric acid solu- 
tion. After 48 hours, the precipitate which formed was filtered off on 
tared, sintered glass crucibles, washed with 10 cc. of 5 per cent sulfuric 
acid, then mth 10 cc. of water, dried at 110°, and weighed. Similar pre- 
cipitation of known weights of kynurenine with mercuric sulfate indicated 
that 1 mg. of the complex was equivalent to approximately 0.23 mg. of 
kynurenine. This factor was used in calculating “kynurenine.” 

Total acetone bodies were determined on 50 cc. of the reserved supernatant 
urine and washings, clarified as directed by Van Slyke (16) and made up to 
a volume of 250 cc. for filtration. 25 cc. of the filtrate were mixed, in a 500 
cc. distilling flask, with 5 cc. of 17 n sulfuric acid and 100 cc. of water. 
The distilling flask was connected, through ground glass joints, to a con- 
denser and a delivery tube extending nearly to the bottom, of a 500 cc. 
Erlenmeyer flask which contained a mixture of 5 cc. of 17 N sulfuric acid 
and 17.5 cc. of 10 per cent mercuric sulfate in 4 n sulfuric acid solution. 
Preformed acetone and acetone produced by the decomposition of aceto- 
acetic acid were distilled over until the volume of the solution in the dis- 
tilling flask had been reduced by half. The residue was then cooled, 17.5 
cc. of the 10 per cent mercuric sulfate reagent were added, and the mixture 
was set aside for 48 hours to allow the “kynurenine” to precipitate. The 
precipitate was filtered off and washed wth 5 to 10 cc. of water. The 
filtrate and washings, which still contained jS-hydroxj'butyric acid, were 
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added to (he distillate collected previousl}'. Total acetone bodies were 
determined on the mixture by heating it to boiling, adding 5 cc. of 5 per 
cent potassium dichromato solution, and refluxing for hours to oxidize 
the /S-hydroxybutj-ric acid to acetone and to precipitate the acetone as the 
mercuric sulfate complex. Total acetone bodies were computed with the 
usual assumptions that 75 per cent w.as excreted ns /9-hydroxybutyric acid 
and that, upon oxidation, this product jdcldcd 75 per cent of the acetone 
to -which it was equivalent (IG). 

Analysis of urines containing acetone bodies alone gave essentially the 
same results with the modified procedure as with the usual routine. Addi- 
tion of kynurenic acid and tryptophane, indolelactic acid, indolepyruvic 
acid, or kynurenine to such urines showed no appreciable interference. 

The female rats used in the acetone body studies weighed IGO to 190 gm. 
each. They were lioused in individual metabolism cages allowing collec- 
tion of urine under oil and -were fasted for 24 hours preceding each test 
period. Regenerated cellulose and water were a\’ai!able continuously. 
The compound tested was fed by stomach tube as a suspension in gum 
tragacanth, in doses of 2 cc. every 12 hours. Each dose contained 0.3 
gm. of tryptophane (or its molecular equivalent of whatever other sub- 
stance -was tested), 0.0267 gm. of gum tragacanth, and 0.3 gm. of sodium 
butyrate or its equivalent of sodium chloride. The test material -was dis- 
solved in -water containing sodium liydroxidc equivalent to the ultimate 
sodium butyrate or sodium chloride content required. The powdered 
gum tragacanth w'as stirred in, and ample time was allo-n’ed for the mixture 
to become homogeneous. Butyric acid or hydrochloric acid e.xactly equiva- 
lent to the sodium hydro.xide was then added, followed bj' enough water to 
dilute to appropriate volume. This yielded a smooth, permanent suspen- 
sion w'hich passed readily through the catheter used as a stomach tube. 

Some of the compounds were fed for 3 days, some for only 2. Itynurenine 
W'as available as the sulfate; w'hen this w'as used, enough additional sodium 
hydroxide was added to effect the liberation of the kynurenine. Control 
animals received suspensions prepared in the same way and containing 
equal concentrations of all of the components except the test material. 
The fasting w'as continued for 36 hours after the final feeding. Tlie cages 
were rinsed and the urine w'as draw-n off every 24 hours. Usually two 
tests were made on each animal. In the first, half of the rats sen'ed as the 
experimental subjects, the rest as controls; in the second, the regimens w’ere 
reversed. When the same rats w'ere used in successive tests, periods of at 
least 10 da 3 ’-s on a stock diet of Purina dog chow' intervened. 

The experimental data are presented in condensed form in Table II. 
Equivalent weights of f(— )-tryptophane and f(— )-kynurenine produced 
approximately equal outputs of kynurenic acid. Indolepjnuvic acid 
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yielded less, dZ-trj'ptophane onlj' a small amount, and the indolelactic acids 
and d(+) -tryptophane little or none. 

Table II 

Average Total Urinary Output of Kynurcmc Acid, " Kynurcmne,” and Acetone Bodies 
in Female Rats Fed Tryptophane and Related Compounds, with or without 
Sodium Butyrate, after Preliminary S4 Hour Fast 


No 

of 

Tits* 

1 

Days 

of 

feeding! 

1 

Kynu- 

renic 

aad 

1 

**K>nu 

I remne" 

Acetone 
bodies cal 
culated as 
acetone 

Substances fed in gum tragacanth suspension! 



TfIS 

mg 

gm per 
sq m 


8 

3 

106 


0 58 

f(— )-Tryptophane + NaCl 

8 

3 

14 


0 35 

NaCl 

8 

3 

49 


0 45 

dl-Tryptophane + NaCl 

8 

3 

35 


0 34 

NaCl 

i 

3 

49 

660 

0 62 

d{-h)-Tryptophane + NaCl 

4 

3 

76 

87 

0 18 

NaCl 

2 

3 



0 10 

Ammonium chlonde 

2 

3 



0 13 

None 

2i 

3 

166 

175 

1 30 

U— ) Tryptophane + Na butyrate 

24 

3 

37 

34 

4 35 

Na butyrate 

8 

3 

39 

297§ 

0 92 

; dl-Tryptophane -b Na butj rate 

8 

3 

35 

41 

4 96 

Na butyrate 

6 

3 

29 

589§ 

1 36 

d(-b)-Tryptophane -(- Na butyrate 

6 

3 

31 

87 

4 71 

Na butyrate 

mm 

3 



2 81 

NH.Cl + Na butyrate 

10 

3 



4 80 

Na butyrate 

3 

2 

22 

724§ 

2 29 

dl-Indolelactic acid -b Ns butyrate 

3 

2 1 

24 

81 

4 01 

Na butyrate 

4 

2 1 

26 

797§ 

2 26 

<f(— )-IndolelBctic acid -b Na butyrate 

4 

2 

88 

262 

0 91 

Indolepyruvic acid + Na butyrate 

4 

2 

104 

113 

0 68 

J(— )-Kynurenine -b Na butyrate 

12 

2 

19 

49 

3 98 

Na butyrate 


* The rats weighed 160 to 190 gra each. Mceh’s formula was used in calculating 
surface area 

t An extra day of fasting was allowed to insure collection of all of the unne voided 
during the metabolism penod 

t Per day each rat received 0 053 gm of gum tragacanth and 0 6 gm of sodium 
butyrate or its eqmvalent of sodium chlonde In addition, each experimental ani- 
mal was fed 0 6 gm of tryptophane or its equivalent of other test material 

I These precipitates responded to the glyoxylic acid test See the text 

Smee the composition of the “kynurenine” precipitates was obscure, these 
were analyzed for total nitrogen. Estimation of amino nitrogen failed to 
give reproducible results and was abandoned, as a differential test, in favor 
of the Shaw and McFarlane quantitative adaptation of the glyoxyhc acid 
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color reaction (17) for lryj)topliiino. Mercuric sulfate precipitates ob- 
tained from pure solutions of tryptophane, kynureninc, and indolclactic 
acid showed nitrogen contents of 2.70, 2.70, and 1.23 per cent, respectively. 
Similar precipitates isolated after /(—)-, dl-, and {/(d-)-tryptophane and 
Z(— )-lcynureninc were fed contained 2.4 to 2.9 per rent of nitrogen; those 
obtained after indolepyruvic acid and jf/(— )-indolelactic acid were fed con- 
tained 1.9 and 1.4 per cent, rc.spcctively. Previous tests of llic Shaw and 
McFarlanc procedure had shown that kynureninc, indolepyruvic acid, 
and indole do not respond t.vpienlly, but that skatole and indolepropionic 
acid produce colors qualitativelj’ .similar to the color formed with trj'pto- 
phanc.* The latter was found to be true also of indolclactic acid. Ap- 
plication of the method to pooled mercuric sulfate precipitates formed in 
the urines voided after /( — )-tryptophane, Z(— )-kynurcninc, or indolep}'- 
ruvie acid was fed yielded no color; the “kynureninc” c.vcreted after dl- 
tryptopliane feeding produced a color equivalent to a content of 10 per 
cent of tiyptophane; after d(-b)-tr 3 'ptophane feeding, to 33 per cent. 
The color produced by similar precipitates after d{ — )-indolelactic acid feed- 
ing was compared with that developed in an indolclactic acid standard ; ap- 
parently 88 per cent of the “kynurenine” was in this form. Unfortunately 
similar quantitative tests were not made after dZ-indolelactic acid was fed. 
The colorimetric a.ssays and the nitrogen data suggest that the substance 
precipitated from the urines of rats fed /( — )-tryptophanc was chiefly ky- 
nureninc, that some kynurenine was probably produced from indolepyruvic 
acid, but that none was formed from f/( — )-indolelactic acid. Subtraction 
of kynurenine equivalent to the estimated tryptophane content from the 
total “kynureninc” precipitated after dl- and d(-b)-tryptophane were fed 
leaves a larger balance of “kynureninc” in each instance than was obtained 
after Z(— )-tryptophanc was fed. The precipitates probably contained 
d(-f)-kynurenine which is formed from f/(-l-)-tryptophane (15),* but can- 
not be converted into kynurcnic acid (IS), and hence must either be c.v- 
creted as such or undergo further metabolism by some other route. 
Products resulting from intestinal putrefaction and subsequent deto.vica- 
tion may have been present, but probabb' in no greater amount than after 
Z(— )-tryptophane was fed. 

The average total acetone body excretion was slightly greater in the 
fasted rats fed tryptophane and sodium chloride than in their controls, but 
in rats fed sodium butyrate to augment the ketonuria, supplementation 
with tryptophane decreased the output markedly. Analysis showed that 
the acetone body precipitates from the urines of rats fed tryptophane con- 
tained an appreciable amount of nitrogen (an average of 0.084 per cent, as 


* Buck, D. M., and Berg, C. P., unpublished data. 
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compared with 0.003 per cent for controls). Coprecipitation of nitrogenous 
products was therefore probably at least partly responsible for the slightly 
greater average weight of the mercuric sulfate-acetone complex produced 
in the urines of fasted rats fed tryptophane and sodium chloride than in 
the urines of their controls. On the other hand, the actual decrease in 
output of acetone bodies in the rats fed the compounds with sodium bu- 
tyrate was probably slightly larger than the tabulated data indicate. 

Table III 


Deposition of Liver Glycogen in Rats Fed Tryptophane and Related Compounds after 

48 Hour Fast 


Substance fed* 

Additional 
fasting Of 
feeding 
period 

No. of 
ratsf 



Average 

i(— )-Tryptophane + NaCl 

krs. 

4 

6 

per cent 

0.24 

per cent 

0.46 

Per cent 

0.36 


8 

6 

0.11 

0.67 

0.30 


12 

6 

0.15 

0.52 

0.33 


20 

4 

0.20 

0.46 

0.35 

di-Tryptophane + NaCl 

4 

4 

0.11 

0.71 

0.30 


12 

4 

0.11 

0.45 

0.23 

d(+)-Tryptophane -)- NaCl 

8 

4 

0.11 

0.40 

0.26 

di-Indolelactic acid -f NaCl 

8 

4 

0.15 

0.74 

0.41 

Indolepyruvic acid -f NaCl 

8 

4 

0.18 

0.60 

0.36 

1(— )-Kynurcnme -f NaCl 

8 

4 

0.03 

0.11 

0.07 

NaCl 

4 

6 

0.12 

0.56 

0.26 


8 

8 

0.11 

0.97 

0.49 


12 

8 

0.37 

0.77 

0.49 


20 

2 

0.12 

0.42 

0.27 


* Each rat received 0.026 gm. of gum tragacanth and 0.16 gm. of NaCl every 4 
hours; each experimental animal was fed simultaneously also 0.3 gm. of tryptophane 
or its equivalent of other test material. 

t The rats weighed 100 to 125 gm. each and were evenly divided as to sex. 

Edson has observed that ammonium chloride stimulates the production 
of acetoacetic acid in liver slices from the well fed rat, but is -without effect 
on liver slices from the fasted animal (19). It is of interest to note that 
administration of ammonium chloride to our rats in amounts molecularly 
equivalent to the tryptophane and other test substances had little effect 
in the animals which wore simply fasted, but reduced appreciably the 
total acetone body output in the rats fed sodium butyrate. Correlation 
of this reduction with the greater reduction observed when trj'ptophane, 
indolepyru-vic acid, or kynurenine was fed is complicated bj^ uncertainty 
as to the relative rates of metabolism of these substances and the metabolic 
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paths followed. The lowering produced by the ingestion of indolcpyruvic 
acid and of kynuroninc was proportional to that produced by trj’ptophane 
in the same period; the reduction b}" the indolclactic acids was much 
smaller. TIic data obtained bj’ Ed.son .seem to .show that /(— )-trypto- 
phane lowers acetoacelic acid production in liver .slice.s from fasted rats. 

Substances which decrease the output of acetone bodies usually produce 
glycogen. To determine whether this was true of indolcpyruvic acid, 
/(— )-kynureninc, and the isomers of trj’ptophanc, these substances and 
df-indolelactic acid were fed to rats subsequently c.vamined for liver glyco- 
gen. Equal numbers of males and females, 100 to 125 gm. in weight, were 
removed from a stock diet of Purina dog chow and fasted for 48 hours be- 
fore the compounds were fed. During the fasting and feeding periods they 
had continuous access to water and regenerated cellulose. Each sub- 
stance tested was fed in a gum tragacanth suspension prepared with sodium 
hydroxide and hydrochloric acid as described in the acetone body studies. 
The experimental animals received 0.3 gm. of trj'ptophane or its equivalent 
everj'- 4 hours; the controls were given all of the components of the suspen- 
sion except the substance under investigation. 

Groups of animals were killed for analysis by a blow on the head 4, 8, 
12, or 20 hours after the initial feeding or the 48 hour fast. Their livers 
were removed at once and analj'zed in their entirety for glycogen by the 
Good, ICramer, and Somogji procedure (20); the glucose liberated by 
hji-drolysis was determined by the Somog>d metliod (21). 

The data are summarized in Table III. They do not favor the assump- 
tion that !(—)-, dl-, or d(-f )-tr 3 'ptophane, Z(— )-kynurcnino, df-indolelactic 
acid, or indolepyruvdc acid was glycogenic under the eonditions employed. 
At present we liave no e.xplanation for this apparent discrepancj' ndth 
data on other substances which similarly lower the acetone body output, 
but are also gljxogenic. 


SUMMARY 

In rats fasted for 24 hours, then fed 0.6 gm. of /(—)-, dl~, or rf(-f)-trj'pto- 
phane per day, the excretion of total acetone bodies appeared to be slightly 
greater than in control animals, but the small difference was probably due 
to contamination of the acetone-mercuric sulfate complex with traces of 
other compounds which contained nitrogen. In rats fed sodium butjTate 
to increase the ketonuria, similar administration of !(—)-, dl-, or d(-f)- 
tryptophane reduced the acetone body output markedly. Proportionate 
decreases were produced by both 1(— )-kynurenine and indolcpyruvic acid, 
but the d(— )- and dl-indolelactic acids were much less effective. The 
feeding of molecularly equivalent amounts of ammonium chloride lowered 
the excretion of acetone bodies enough in the rats fed sodium butyrate to 
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suggest that production of ammonia and formation of urea from the other 
compounds tested may have been partly responsible for their effect in 
decreasing the acetone body output. However, since the decrease pro- 
duced by indolepyruvic acid, which contains only indole nitrogen, was ap- 
proximately equivalent to that induced by tryptophane, which contains 
both indole and amino nitrogen, and to the decrease induced by kynurenine, 
which contains two amino groups, other factors must also have been 
involved. 

In rats fasted for 48 hours, then fed 0.3 gm. of Z(— )-, dl-, or d(-l-) -trypto- 
phane (or its equivalent of dl-indolelactic acid, indolepyruvic acid, or 
Z(— )-kynurenine) at 4 hour intervals for periods of 4, 8, 12, or 20 hours, no 
evidence for storage of liver glycogen was obtained. This would seem to 
indicate that the effect of these substances upon the acetone body output 
in the rats fed sodium butyrate cannot be ascribed to their conversion 
into glucose or a glycogenic intermediate, unless acetone body formation 
or excretion can be affected by amounts too small to induce glycogen 
storage. 

The yields of kynurenic acid and kynurenine from Z(— )-tryptophane 
were proportionately the same as from Z( — )-kynurenine, but did not account 
for more than a fourth of the total ingested. Proportionate depressions 
in acetone body output indicate that the metabolism of Z(— )-kynurenine is 
not limited to its conversion to k 3 murenic acid ; quite likely Z( — )-kynurenine 
may be an intermediate also in the metabolism of the large portion of ex- 
ogenous tryptophane which is not eliminated as kynurenic acid. Little 
kynurenic acid was produced from <ZZ-tryptophane and apparently none 
from (Z(-b) -tryptophane; the mercuric sulfate precipitates obtained after 
these were fed contained appreciable amounts of tryptophane, but prob- 
ably consisted chiefly of (Z(-l-)-kynurenine. A little over half of the d(— )- 
indolelactic acid fed was excreted; the accompanying decrease in acetone 
body output suggests that the rest was metabolized, but the data do not 
warrant concluding that either kynurenic acid or appreciable kynurenine 
was produced. Indolepyruvic acid was converted to kynurenic acid, ap- 
parently more readily than previously noted in the rabbit, though less 
readily than Z(— )-tryptophane; the high nitrogen content of the mercuric 
sulfate precipitate and its negative response to the test for tryptophane 
suggest that it was composed in part of indolepyruvic acid and in part of 
kjmurenine. 
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THE OXIDATIVE CONVERSION OF CASEIN INTO PROTEIN 
FREE OF METHIONINE AND TRYPTOPHANE* 

By GERRIT TOENNIES 

(From the Lankenau Hospital Research Institute, Philadelphia) 

(Received for publication, July 2, 1942) 

It has been shown (1) that as a constituent of the diet of young rats 
methionine sulfoxide is capable of supporting growth to apparently the 
same extent as methionine. However, when a 2nd oxygen atom is added 
to the sulfur of methionine, the resulting sulfone seems to be entirely 
incapable of being metabolically reconverted into methionine, since no 
growth resulted when it was used as a dietary substitute for methionine 
(2). In view of this finding, and since the sulfone showed no evidence of 
toxicity, the possibility was considered of producing methionine-free 
protein by inactivating the amino acid within the protein molecule by 
oxidation to the sulfone level. 

The experimental approach was based on three considerations: (a) 
oxidation of methionine to the sulfone (3) appears to involve the action of 
a per-acid (permolybdic acid), (6) proteins are soluble in formic acid, and 
(c) formic acid and hydrogen peroxide are capable of forming the per-acid 
performic acid (4). The work was undertaken on casein in view of its r6le 
in nutritional investigations. By subjecting casein dissolved in formic acid 
to the action of hydrogen peroxide, according to the procedure detailed in 
the experimental part, a modified casein has been obtained which seems to 
differ from normal casein chiefly in that it is devoid of methionine as well 
as tryptophane. The conclusion that these are the only “essential” (5) 
amino acids eliminated by the oxidation is based on biological evidence 
reported separately (6). 


EXPERIMENTAL 

Reagents — ^The reagents needed are casein, pulverized and passed through 
an 80 mesh sieve, 30 per cent hydrogen peroxide, water, methanol, 88 per 
cent formic acid, and concentrated ammonium hydroxide. The normality 
of the latter two reagents must be determined before use. 

Preparation — In a jar equipped with a variable speed stirrer of monel 
metal 400 gm. of casein are gradually dissolved in 2400 cc. of formic acid, 
400 cc. of hydrogen peroxide are rapidly added, and 2 or 3 minutes later 

* Aided by a grant from The International Cancer Research Foundation. Pre- 
sented before the meeting of the American Society of Biological Chemist.s at Boston, 
April, 1942. 
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stirring is stopped. After tlic peroxide has acted for 1 hour, during which 
time cooling coils arc installed in the jar, 10 liters of water arc added to the 
solution, and the stirrer is again put into action. This is immediately fol- 
lowed by ammonia. Optimal precipitation of the protein is obtained when 
the solution is neutralized to an acidity level of between pH 4 and 4.5, 
requiring neutralization of about 05 equivalent per cent of the formic acid 
used. Cool water is circulated and the solution rapidly stirred while the 
ammonia is added through a tube ending near the bottom of the jar (7); 
the temperature of the solution is not permitted to exceed 35°. Foaming is 
effectively combated by repeatedly spraying caprj-lic alcohol onto the 
solution. The protein precipitate is fdtered and resuspended in 15 liters 
of water. After fdtering and resuspending in water a second time, the 
precipitate is next suspended in 12 liters of methanol.* The suspen- 
sion is left to settle overnight. This is followed by filtration and a 
second suspension in methanol overnight. Tlie filtered material is now 
dried over calcium chloride, first in a desiccator and then in a vacuum 
drjdng oven at 70°. When the materia! approaches constant weight, it is 
thoroughly pulverized, to pass a 40 mc.sh sieve, and dr 3 'ing is continued 
until the loss during 4 hours at 70° and about 20 mm. of Hg docs not exceed 
0.1 per cent. For analytical and biological work the material was used in 
this state. The 3 ’'icld at this point corresponded to about SO per cent of 
the weight of casein used. 

The effectiveness of the washing method outlined was controlled by titri- 
metric determinations. Hydrogen peroxide and per-acid wore deter- 
mined iodometricallj' in filtrate and washings, and ammonium formate, 
resulting from the neutralization of the solvent, was titrated in the 
methanol washings as an acid bj'- sodium methylate (8). The data obtained 
indicated that the final product is contaminated with less than 0.02 per 
cent of ammonium formate. 

Analytical and Other Characteristics — Analytical results obtained on the 
product described and on its parent protein (vitamin-free casein, Smaco) 
are summarized in Table I. In addition to determinations of methionine, 
trjfptophane, and cj'stine, amino acid analyses have been limited to thre- 
onine and serine because these compounds seem particular!}'- susceptible to 
potential oxidative degradation influences (10, 11). Wren these two 
/3-hydroxyamino acids -were found intact, it appeared likelj' that no other 
types of amino acids were affected bj’- the treatment. This view has in the 
meantime been confirmed, at least as far as the “essential” (5) amino acids 
are concerned, by biological evidence (6). 

1 Commercial methanol (99.8 per cent) was found definitely superior to acetone 
for the present drying purpose, with respect to filtrability and appearance of the 
resulting product as well as ease of removal. 
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No direct determination of the isoelectric point of the oxidized casein has 
been made. However, colorimetric estimations of the pH of all aqueous 
filtrates and washings showed consistently that the washings tended to be 
more acid than the filtrate from the neutralized solution and that the 
washings approached the value of pH 4.1. The conclusion seems justifiied, 
therefore, that the isoelectric point of the modified casein is definitely more 
acichc than that of casein (pH 4.6), being located at approximately pH 4.1. 


Table I 

Analytical Data on Oxidized Casein and Casein 
All results are expressed as percentages of the protein. 



Oxidized casern 

Casein 

Loss on drying (80°, vacuum, 43 hra. (9)) 

1.10 

1 24 

4 41 

4 48 

Total nitrogen (Kjeldahl) 

14.17 

14 23 

14 04 

14.16 

Ammonia, after 4 hrs. hydrolysis* 

1 71 




“ “ 22 “ “ t • ■ 

1 85 




Threonine (10), after 13 hrs. hydrolysisf 

3 67 

3.71 



“ « 22 “ “ t 

3 69 

3.70 

3 52 

3 56 

Serine (il), after 13 hrs. hydrolysis) 

4 84 

4 87 



" “ 22 “ “ t . 

4 57 

4 81 

4.08 

4.42 

Cystine (12), after 13 hrs. hydrolysis) 

0 11 

0.16 

0.36 


Methionine (13), after 4 hrs. hydrolysis* 

0 00 




“ “ 22 “ “ ) 

-0 01 

-f 0 01 



“ (14), “ 22 “ “ ) 

-0 02 

-f 0 03 

2.6 

2 7 

Tryptophane (15), alkaline solution of protein 

-0.01 

-f 0 04 

1 07 



* Method of rapid hydrolysis originated by Dr. T. F. Lavine: 2.5 gm. of protein, 
4 5 cc. of concentrated HCl, and 1.1 cc. of HjO are heated on the steam bath until 
solution occurs (about 15 minutes). The solution is refluxed for 4 hours, diluted, 
decolorized by boiling 1 minute with 500 mg. of activated carboraffin, and diluted 
with washing to 50 cc. 

1 2.5 gm. of protein are refluxed with 50 cc. of 20 per cent HCl, once distilled to 
dryness in vacuo, decolorized, and diluted as in the foot-note above. 

When the modified casein is hydrolyzed with hydrochloric acid, the ab- 
sence (or mutilation) of tryptophane seems to find an expression in the 
complete failure of the transitory purplish colorations to appear which are 
so characteristic of the early stages of the hydrolysis of casein. Another 
distinguishing characteristic is that decolorized hydrolysates of the o.xidized 
casein, unlike those of casein, turn yellow on be’mg made alkaline and 
again become colorless when reacidified. On the other hand, an acid solu- 
tion of the decolorized hydrolysate gradually develops a bro\vn color on 
standing, a phenomenon which is likewise absent in the case of casein. 
Tests indicate that neither temperature nor the presence or absence of 
oxygen or light has a significant influence on this change. While the 
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nature of these properties is not understood, one may surmise that they 
arc related to the oxidative alteration of trj']Hoplmnc. 

TJic writer is indebted to Dr. T. F. Lavinc for the methionine deter- 
minations by his new method and for the determinations of ammonia, and 
to Mr. R. P. Homillcr for help in the work of preparation. 

SUMMARY 

B}" treating it in formic acid solution with hydrogen peroxide casein has 
been converted into modified protein in which, according to chemical 
evidence, methionine and tryptophane arc absent, and cystine has been 
partly dcstro 3 'cd, while threonine and serine (and prcsumablj’' other amino 
acids) arc present intact. 
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A NUTRITIONAL ASSAY OF CASEIN MODIFIED BY THE ACTION 
OF HYDROGEN PEROXIDE AND FORMIC ACID* 

By MARY ADELIA BENNETT and GERRIT TOENNIES 
{From the Lankcnau Hospital Research Institute, Philadelphia) 

(Received for publication, July 2, 1942) 

The preparation of a protein product derived from casein by an oxidative 
process, presumably involving oxidation of methionine groups to the sulfone 
stage, has been described bj^ one of us (1). The chemical investigation of 
this product has been accompanied and supplemented by a study of its 
nutritional properties, tvith a view to ascertaining to what extent amino 
acids other than methionine may be chemicalty damaged by the process of 
preparation. There was visible evidence (1), during the process, of tryp- 
tophane being involved in the reaction, and among other amino acids 
threonine and serine were thought to be the most likely ones to be affected 
in view of their particular susceptibility to oxidative decomposition (2). 
The work to be described was begun on the basis of these considerations and 
subsequently yielded evidence indicating that among the “essential” 
amino acids (3) methionine and tryptophane are the only ones rendered 
nutritionallj' ineffective by the oxidation of casein by means of hydrogen 
peroxide in formic acid. 


EXPERIMENTAL 

Albino rats, Wistar strain, 25 to 28 daj's old were used as exqjerimental 
animals. They were put on a diet of the following percentage composition : 
oxidized casein (1) (as the basal protein) varied, 1-cystine 0.4, dextrin 
varied, sucrose 15, salt mixture 4 (Osborne and Mendel (4)), agar 2, and 
Mazola com oil 30. The fat-soluble vitamins, carotene, viosterol, and a~ 
tocopherol, were added to the corn oil in amounts that provided 200 u.s.p. 
units of vitamin A, 20 u.s.p. units of vitamin D, and 0.05 mg. of vitamin 
E per 4.5 gm. of basal food, while the water-soluble ^^tamins were given 
daily in sucrose solution by mouth from a pipette. The daily dose was 
0.2 cc. per rat and contained the following:* thiamine hj'drochloride, 
riboflavin, pyridoxine hydrochloride 40 y each, calcium pantothenate 200 y, 
nicotinic acid, p-aminobenzoic acid, and inositol 500 y each, biotin methyl 

• Aided by a grant from the McNeil Laboratories, Inc., Philadelphia. A report 
of this work was presented before the meeting of the .American Institute of Nutri- 
tion, at Boston, April, 1942. 

* Recommendetl by Dr. \V. L. Sampson of !Merek and Cnmi)any, Ine., Rahway, 
New Jersey, to whom we express our appreciation. 
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ester 0.25 y, cllinnol 0.005 cc., and sucro.se 90 mg. An aqueous solution 
of those compotirid.s, with the e.vccpfion of the sucrose, was prepared in 
twice the desired concentration, and divided into single portions large 

'I’aiii.k I 


Daily Basal Food Cousumjition per Rat in Gm. Averaged over 2 Day Period 


Days 

Unit A 

Unit n 

Unit C 

Unit D 

Unit E, control 

f)% cn.tcin + 0.-l% cystine 

1-2 

fi.n 

5.9 


C.O 

5.7 

3-1 

C.3 

G.9 


C.2 

0.7 

6-C 

C.6 

7.3 

7.0 ! 

6.5 

5.9 

7-S 

‘l.S 

•1.9 

‘t.-l 

•1.5 

•1.8 

Average* . . . 

5.S 

C.l j 

C.O 

5.8 i 

5.7 


0% o.xidizoci cnscin -p O.-t^ cystine 


9-10 

■■ 


2.0 

l.S 

in 

11-12 

HtH 


1.0 

1.5 


Average*. . . 

1.5 

1.5 

1.5 

1.6 

1.7 

6% oxidized cnscin + 0A% cj'stinc + supplements ns follows 


ts mg, 

rf/-mcthionmc, 

U mg. 

Mo’Plopnanc, | 
79 mg. 
JMhrconinc 

15 mg, 

J/*mcthioninc, i 
U mr. 

/•Uyplophanc, 
50 mg. glycine 

15 mg. 

<f/*mclhionine« 
79 mg. 
J/'lhreonine» 

5 mg. glycine 

13 niff. 

/•tryptopnanc, 
79 mff. 
rfMhrconine, 
g me. fflyciae 

62 mg. glycine 

13-14 

1.2 

o.s 

1 

0.7 

1.6 

0.9 

15-16 

1.8 

2.4 

1.0 

1.6 

1.3 

17-18 

3.0 

2.8 

1.9 

1.7 i 

1.6 

19-20 

3.9 

3.3 

i 1.7 

2.0 

1.4 

21-22 

3.2 

2.8 

! 0.2 

l.S 

1.5 

23-24 

3.7 

3.9 

■ 1.4 

1.9 

1.5 

25-26 

3.1 

f 3.4 

1 2.1 

f 1.5 

1.7 

27-28 

3.3 

3.9 

2.0 

l.S 

2.0 

29-30 

3.5 

3.7 

2.0 

2.0 

1.7 

31-32 

3.4 

3.G 

1.4 

1.6 

1.0 

33-34 

3.1 

4.1 

1.5 

1.6 

0.9 

35-36 

3.3 

3.0 

1.0 

2.1 

0.9 

Average*. . . 

3.0 

3.1 

1.4 

1.7 

1.3 


* Calculated from the single day figures. 


enough for the daily requirement of all the experimental animals. These 
portions were kept at —10° and every day one of them was mixed tvith an 
equal volume of a 67 per cent sucrose solution. Choline chloride was 
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given separately, 20 mg. per rat per day in the first experiment and as 0.4 
per cent of the basal diet in the second experiment. 

The rats were kept in ordinary raised bottom cages with | inch mesh 
screens and the temperature of the room was maintained at 29° (approxi- 
mately ±1°) by means of thermostatic control valves in the steam radia- 
tors. The temperature chosen seems to be nearly optimal for the well 
being of animals subsisting on a bare, heat-conducting surface. The ani- 
mals were weighed every other day and the average weight of the groups 

Table II 


Daily Basal Food Consumption per Rat in Gm. Averaged over 2 Day Period 


Days 

Group A 1 

Group B j 

j Group C 

Group D 

Group £ 

10% oxidized casein -1- 0.4% cystine 

1-2 ! 



2.1 

2.0 

2.2 

3-4 



2.4 

2.6 

2.7 

5-6 



2.3 

1 

2.7 

2.5 

Average*. . . 

2.6 

2.5 

2.2 

2.4 

2.5 


10% oxidized casein -t- 0.4% cystine supplemented by 



10 per cent 
casein + 0,4 per 
cent cystine 4* 
0.1 per cent 
/-tryptophane 

0.2 per cent 
/'tryptophane + 
0.54 per cent 
<//-methionme 

Cnsupplemenced 

0.34 per cent 
(//-methionine 

0.2 per cent 
/-tryptophane 

7- 8 

6.2 

4.9 

1.9 

2.2 

2.0 

9-10 

5.8 

4.6 

2.3 

2.4 

2.0 

11-12 


5.2 

2.1 

2.4 

2.0 

13-14 1 

6.2 

5.2 

2.1 

2.1 

1.8 

15-16 

7.2 

5.8 

2.1 

1.6 

1.8 

17-18 

6.6 

5.0 

1.9 

1.5 

1.8 

Average*. . . 

6.4 

5.1 

2.1 

2.0 

1 1.9 


* Calculated from the single day dgures. 


plotted. The approximate food consumption was determined by weighing 
daily the food given each group and the residual food, the difference being 
divided by the number of animals in each group. These figures, combined 
into 2 day averages, are listed in Tables I and II. 

Investigations of Amino Acids Destroyed in Oxidation of Casein — In this 
experiment seven male rats, litter mates, 25 days old, were divided into five 
units. Units A and E contained two rats each. Units B, C, and D one 
rat each. After 6 days on the normal colony diet all units were put on a 
6 per cent casein (vitamin-free, Smaco) diet for 8 days to test the growth 
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response of ilie rats lo (he synthetic vitamin ration. The casein of the 
basal diet was (hen reiilaced by G per cent of oxidized casein for a period of 
4 days, at (lie end of whicii the amino acid supplements plus choline were 
given daily mixed in butler. The diet of Unit A was supplemented daily 
for 24 days with 15 mg. of f/f-methioninc, 13 mg. of f-tryptophane, and 79 
mg. of dMhroonine; that of Unit U with 15 mg. of d/-mcthioninc, 13 mg. of 
f-tryptophane, and 50 mg. of glycine; that of Unit C wdth 15 mg. of dl- 
rncthioninc, 79 mg. of d/-thrconinc, and 5 mg. of glycine; that of Unit D 
with 13 mg. of /-tryptophane, 79 mg. of r//-thrconinc, and 8 mg. of glycine; 
that of Unit E witli 02 mg. of gl)'cinc. 79 mg. of threonine were fed to 
take care of the growth rcciuircmcnts of serine as well as of threonine, 



Fio. 1. Investigation of the amino acids destroyed in the oxidation of casein 


according to the theory that threonine may be the source of serine in 
protein s3mthesis if only threonine is supplied. Glycine was added to 
supply an equivalent amount of nitrogen in each diet. 

The rats of Units A and B showed an increase of 2.6 and 1.6 per cent 
respectively of the initial weight at w-hich the supplements started. The 
rats of the other three units, C, D, and E, however, fell 16.5, 18.0, and 20.0 
per cent below the initial weight (Fig. 1). 

The basal food consumption, ad libitum, for the rats in Units A and B 
was about twice that of the rats in the units that showed no growth 
(Table I). 

These results indicate that the oxidized casein is lacking in methionine 
and tryptophane but give no evidence of a tlrreonine deficiency. 
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Nulrilional Comparison of Casein wilh Adequately Supplemented Oxidized 
Casein — ^In order to obtain a more vigorous growth response for the purposes 
of this comparison the protein content of the diet was raised to 10 per cent 
at the expense of a corresponding amount of dextrin, the other components 
remaining essentially the same. The casein-containing diet was enriched 
by 0.10 per cent of tryptophane because of the recent demonstration (5) 



Fig. 2. Nutritional comparison of casein with adequately supplemented oxidized 
casein. 

that the tiyptophane content of casein is only approximately one-half of 
that commonly assumed previously. The amounts of amino acids used 
to supplement the oxidized casein were based on the amounts presumablj' 
present in casein, and the tryptophane supplement was adjusted accord- 
ingly. All supplements, including choline (0 .4 per cent) , were incorporated 
m the diet in this experiment, while the water-soluble vitamins were given 
as before. The choline chloride was homogeneously dispersed in the oil 
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component of tho diet with the aid of 13 cc, of alcoiiol and 10 cc. of water 
per kilo of oil. 

Twenty-one male rats from six litters, 2G to 28 days old, were divided 
into five groups. Groups A and B consisted of six rats each, Groups C, 
D, and E of three animals each. After 4 day.s on a normal diet, all groups 
were put on a diet containing 10 per cent of oxidized ca.scin for G additional 
days. The diet of Group A wn.s then changed to 10 per cent ca.scin (vita- 
min-free, Smaco, supplemented with 0.10 per cent of /-tryptophane), while 
the basal protein in the diet of the other groups remained the same, 10 
per cent of oxidized casein. The diet of Group B was supplemented with 
0.20 per cent of /-tryptophane and 0.3-1 per cent of r//-mothionine; that of 
Group C remained unsupplemcntcd; that of Group D was supplemented 
with 0.34 per cent of f//-mcthionine; and that of Group E with 0.20 per 
cent of /-trj'ptophanc. 

During the 12 dn3's on the supplemented dieis the rats of Group A 
gained 47 ± 7 per cent (average deviation) and those of Group B 31 rfc 5 
per cent, while tliose of Croups C, D, and E sliowcd Josses of 13.3 db 1.1, 
13.5 ± 0.8, and 15.5 =b 0.5 per cent respectively (Fig. 2). 

Here, just as in the first experiment, the adequacy of the diet is strongly 
reflected in the food consumption figures (Table II). 

DISCUSSION 

The experiments reported show’ that the growth-promoting properties 
of the casein (supplemented with cj'stine) have been dcstro.ved bj' its con- 
version to oxidized casein. This is thought to be due, in part, to conversion 
of methionine in the protein molecule to the sulfone form (1) which has 
been found to be incapable of replacing methionine in the diet (G). How- 
ever, it is of considerable interest in this connection that we found in 
another experiment, to be reported in detail later, positive grow’th on a 
choline-free diet containing 15 per cent of oxidized casein, supplemented 
TOth 0.36 per cent of (//-homocystine or (//-homocysteine, w'hile supple- 
mentation w’ith 0.16 per cent of /-cystine remained without effect. The 
implication of these observations that the meth}’! group of methionine 
sulfone may be utilized in the conversion of homocj’stine to methionine 
will be subjected to further investigation. 

The present data further show’, in agreement with the results of chemical 
analysis (1), that the oxidized casein lacks tryptophane but not threonine. 

The fully supplemented oxidized casein seems to be a nutritionally ade- 
quate combination, since all of the “essential” amino acids (3) are present, 
although it is not as efficient in growth promotion as casein. 

SUMMARY 

Growth experiments carxied out on albino I'ats have shown that in the 
oxidation of casein by hydrogen peroxide in formic acid only methionine 
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and tryptophane, among the essential amino acids, have been deprived of 
their growth-supporting properties. 

Fully supplemented oxidized casein seems to be a nutritionally adequate 
combination, although it is not as efficient in growth promotion as casein. 
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THE METABOLISM OF VALINE IN PHLORHIZIN GLYCOSURIA* 


By WILLIAM C. ROSE, JULIUS E. JOHNSON, and WILLIAM J. HAINES 

(From the Division of Biochemistry, Noyes Laboratory of Chemistry, University of 
Illinois, Urbana) 

(Received for publication, August 26, 1942) 

Since the discoverj' of valine as a biological entity (1) little information 
has been accumulated concerning its metabolic significance. From the 
anabolic point of tdew it has been shown to be an indispensable dietary 
constituent (2). However, knowledge of its catabolic fate hinges to a large 
extent upon whether or not it possesses glyconeogenic properties. Ex- 
periments conducted by Dakin (3) upon phlorhizinized dogs indicated 
that glucose is not formed from valine in significant amounts; nevertheless, 
the excretion of acetoacetic acid decreased following its administration. 
The fact that it is not ketogenic had been shoyra earlier by Embden, 
Salomon, and Schmidt (4), who found no additional acetone bodies after 
perfusion of the liver with a solution containing the amino acid. From 
tissue slice studie.s, Cohen (5) obtained further eiddence in support of the 
antiketogenic role of the compound, and in phlorhizinized animals Ringer, 
Frankel, and Jonas (6) found that isobutyric acid, a possible intermediate 
in valine catabolism, contributes 3 of its carbon atoms to the formation 
of glucose. 

The apparent antiketogenic properties of valine and the fact that iso- 
butyric acid is a glucose former are diflficult to reconcile with the reported 
failure of the amino acid to yield sugar in the diabetic animal. The situa- 
tion is further compUcated by the recent findings of Butts and Sinnhuber 
(7) to the effect that small increases in liver glycogen, accompanied by 
significant decreases in ketonuria, follow the administration of dl-valine 
to fasting rats. Consequentlj^ in an effort to obtain further information 
regarding the metabolism of valine in phlorhizin glycosuria, experiments 
were undertaken with Z(-t-)-, d(— )-, and rfZ-valine, and with sodium a- 
ketoisovalerate. The procedure and the findings are outlined below. 

EXPEKIMENTAL 

Healthy female dogs which had borne pups were used as the experimental 
subjects. Food was withdrawn from each animal 2 daj’s before the first 
injection of phlorhizin, and fasting was continued throughout the experi- 
ment except for the administration of the compound under investigation. 

* Aided by grants from the Rockefeller Foundation and the Graduate School 
Research Fund of the University of Rlinois. 
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Water waH fmniHliec! ad Ubilum. The jjhlorhizin was purified as directed 
by Deuel and Ciiambers (8). Each dop; received daily subcutnncoiis 
injections of 0.151 Rin. per kilo of body weight. The drug was ground and 
svispcnded in 10 ml. of olive oil a.s recommended by Coolcn (9). The urines 
were divided into 2*! hour sample.s by eatheteiir.ation, and were prc.ser\'ed 
under toluene mvtil analyzed. 

Total nitrogen was determined by the Scales and Harrison (10) modifica- 
tion of the Kjeldahl method, acetone bodies by the procedure of Van Slyke 
(11) with the factor proposed by Illunden cl al. (12), and glucose according 
to the technique of Sumner (13). In the glucose estimations, the color 
intensity was measured by means of a photoelectric colorimeter.' In order 
to exclude the ])0.ssibility that the ie.sults may hfive been influenced by 
renal retention, daily blood samjdes were analyzed for non-protein nitrogen 
in all but. the first three experiments. For this purpose, the Koch- 
McMcekin procedure ns described by Hoffman (1-1) was employed. 

The dextro- and levorotatory enantiomorphs of valine were prepared by 
resolution of the racemic product accordiirg to the method of Fischer (15). 
Purity of the comirounds was checked by analysis, and by determinations 
of their specific rotations as indicated in the accompanying tabulation. 


N Specific rotation (arjueoui jolution) 


l(-i-)-Vnlinc. 

Calculated. 

11.06 

[nil? = +6.42° icf. (15)) 


Found (three preparation.^). 

12,06 

(«)” = +6,27° 



12.02 

[„)” = +6.12° 



12 06 

(ali; = +0.39° 

(/{— l-Valine. 

Calculated. 

11.96 

[<rl? = -6.06° (r/. (10)) 


Found. 

12 01 

Id” = -0.05° 

(//-Valine. 

Calculated. 

11.96 



Found. 

12.06 



The synthesis of sodium a-ketoisovalcrate was accomi^lishcd by two 
different procedures. The method described by Bouvcault and Loequin 
(17) was first employed, whereby ethyl a-ketoisovaleratc was prepared. 
This was saponified by dissolving 45 gm. in 100 mi. of 99.5 per cent ethyl 
alcohol and treating with an alcoholic solution of 12.5 gm. of sodium 
hydroxide. A white, crystalline precipitate appeared immediately. After 
the mixture was cooled overnight at 5°, the salt was filtered off and re- 
crystallized from water and ethjd alcohol to yield 33 gm. of sodium a- 
ketoisovalcrate. 

CtHjOjNa. Calculated. C 43.48, H 6.11, Na 16.65 
Found. “ 43.15, “ 5.4S, “ 16.59 

The second method inr'olvcd the hydrolysis of benzo3'l-a-amino-/S- 
methvlcrotonic acid azlaetone according to the procedure of Ramageand 

MVe Ir.ivc found this mulliod to be thoroughly leliable when all conditions are 
rigidly controlled, and the period of heating is maintained for cxactli/ 5 minutes. 
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SiinonWn (18). 25 gm. of the resulting keto acid were dissolved in 100 
ml. of 99.5 per cent ethyl alcohol and treated with a hot, saturated al- 
coholic solution of sodium hydroxide until neutral to moist litmus. The 
mixture' was cooled overnight at 5° and filtered. The precipitate was 
recrystallized from water and alcohol to jdeld 27 gm. of sodium a-keto- 
isovalerate. 

, CiHjOjNa. Calculated. C 43.48, H 5.11, Na 16.65 
Found. “ 43.67, “ 5.23, “ 16.67 

The compounds were administered after the establishment of relatively 
constant G;N ratios, each for 2 to 3 days. This condition usually pre- 
vailed 4 or 5 days after the first injection of phlorhizin. It is important 
to the succe.ss of experiments ivith phlorhizinized dogs that all conditions 
be standardized as fvdly as possible. A fixed routine should be maintained 
from day to day and from dog to dog. Establishment of reasonably con- 
stant G:N ratios is imperative. However, once a basic value has been 
attained, the substance to be tested should be administered wthout further 
delay. Despite purification of phlorhizin, prolonged administration fre- 
quently results in kidney damage and nitrogen retention. 

In our earlier experiments, valine was administered by stomach tube. 
This proved to be unsatisfactory because of the frequency with which 
vomiting occurred. In all later tests the compounds were injected intra- 
peritoneally. This method proved to be far superior and made possible 
more easily duplicable results. 

The extra glucose output was calculated by .subtracting the average 
of the G;N ratios of the 1st, 2nd, and 4th days shown in Tables I to III 
from the G;N ratio (corrected for exogenous nitrogen) of the 3rd day and 
multiplying the difference by the endogenous nitrogen of the 3rd day. The 
theoretical or expected output was calculated upon the assumption that 
1 mole of valine, or of sodium a-ketoisovalerate, is equivalent to 0.5 mole 
of glucose. 

The results of the investigation are summarized in Tables I to III. In 
Table I are presented the findings in four experiments with l(-l-)-valinc. 
In every case extra glucose was formed, and with a single exception 3 of the 
5 carbon atoms were involved in the glyconeogcnesis. No explanation is 
available for the low yield (46 per cent of the theory) in Dog 10. 

In Table II are recorded the results of one experiment with rf(— )-valine, 
and one with dl-valine. In each case, approximately theoretical yields 
of extra glucose were obseiwed. This was quite unexpected, inasmuch as 
d(— )'valine, at least in the rat, is not interchangeable with the natural 
isomer for purposes of growth (19). 

According to the generally accepted concept of amino acid catabolism, 
the keto acid is the first product of oxidative deamination. Table III 
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contains the re.snlts of Uvo experiments wherein the sodinm salt of «-keto- 
isovalcric acid was administered to phlorhir/mized dogs. Again, glucose 
was formed in amonnt^s equivalent to 3 carbon atom.s. 

In general the acetone excretion is consistent with the contention of 
other investigators that valine pos.ses.scs antiketogenic properties. Two 
ap{)arent c.xccptions arc to be noted. Dog 18 showed a ri.se in the output 
of acetone on the day of vidinc administration. Dog 30 manifested a 


Taiu.k I 

Fair of l(+)-]’aliric in Phlorhhin GUjconuria 






IUoo<I 


Ufmc 


■am 













/(*f)'VaUne 

administered 

6 

y, 

Welnht 

Date 

non* 
pro* 
(tin N 

Glucose 

Total 

N 

G:N 

Ace- 

Calcu' 

latci! 

round 

Con- 

ver- 

Q 













h- 



t'fr 

(eni 

in. 

jr«. 


gm. 


gn. 

nr 

cent 


10 

7.0 

Dec. 

1 


22.95 

7.55 

3.01 

1.01 







it 

2 



8.14 

3.14 

0.91 







ti 

3 


21.30 

0.87 

3.92f 

0.75 

9.10 

4.19 

40 

11.94 gm.. 



<1 

4 



C.50 

3. 28 

0.75 




stomnch tube 

12 

9.1 

it 

7 


29.00 

7.95 

3.05 

0.5-} 







ti 

8 


20.00 

laBia 

3.39 

0.80 







a 

9 


22.75 

5.30 

B»HH 

0.33 

9.21 

9.07 

98 

12.0 gm., 



it 

10 


13.50 

3.75 

3 61 

0.45 




.stom.nch tube 

18 

6.1 

Jnn. 

30 


1C. 75 

5.55 


2.22 







ti 

31 


13.50 

4.05 


0.75 







Feb. 

1 


19.50 

5.01 

4.31f 

1.39 

0.91 

0.03 

87 

9.0 gm.. 



(( 

2 


13.50 

4. 48 

kfiil 

0.95 




stomnch tube 

21 

8.9 

il 

20 

43 

28.001 

8.62 

3.25 

0.87 







li 

21 

41 

27.00 

8.24 

3.28 

3.08 







it 

22 

39 

31.50 

8.09 

4.21t 

2.32 

7.07 

7.41 

96 

10. 0 gm. in 278 



ft 

23 

41 

22.00 

7.05 

3.12 

2.32 




ml. water in- 
jected intra- 
pcritoncally 


* Total "acetone bodies” expressed as acetone. 

t Corrected for the nitrogen content of the valine. 

j Slight contamination of the urine with feces occurred on this day. 


similar, though less pronounced, response to the injection of sodium a- 
ketoisovalerate. Probably both occurrences were foi-tuitous, and not 
subject to logical explanation. It is the usual experience in phloihizin 
glycosuria tliat the excretion of acetone is more variable than that of other 
urinary components. A factor which doubtless- contributes to tliis ir- 
regularity is the activity of the animal, and the resulting change in rate 
of pulmonary excretion. In any event, no evidence is afforded by the data 
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herein reported that valine, or its keto analogue, yields acetone in 
metaboKsm. 


Table H 


Fate of d(— )- and dl-Valine in Phlorhizin Glycosuria 



■ 



Blood 

Urine 

Extra glucose 

10 0 ^ valine 
injected in- 
traperitonealb 

z 

te 

o 

0. 


Date 

pro- 
tein N 

Glu- 

cose 

ToUl 

N 

G:N 

Ace- 

tone* 

Calcu- 

lated 

Found 

Con- 

ver- 

sion 


if. 



Wf. 

per 

cent 

gm. 

gm. 


gm. 

fm. 

gm. 

per 

cent 


28 

12.0 

Apr, 20 

35 


iCTRii 


0.95 







(1 

21 

34 

ikBRi 

9.72 

3.55 

1.42 







(r 

22 

30 

40.20 

EES 

5.12t 

0.84 

7.67 

8.48 

no 

d(— )-Valine in 



(( 

23 

69 

,K»I^ 

6.78 


Inr!ii 




210 ml. water 

37 


May 21 

25 

IBpSI 

8.13 

2.89 

1.24 






n 


22 

45 

17.38 

6-25 

2.78 

0,61 








23 



4.28 

aiiTii 

0.27 

7.67 

7.27 

95 

di-Valine in 175 


■ 

it 

24 

31 

■ 

6.35 

2.36 

1.05 




ml. water 


* Total "acetone bodies” expressed as acetone, 
t Corrected for the nitrogen content of the valine. 


Table III 


Fate of Sodium a-Ketoisovaleraie in Phlorhizin Glycosuria 





Blood 

1 

Urine 


[ Extra glucose 

Weight 

Date 









No! 

protein 
’ N 

Glucose j 

Total N 

G:N 

Ace- 

tone* 

Calcu- 

lated 

Found , 

1 Con- 
version 


kg. 


mg. Per 
cent 1 

gm. 

gm. 


gm 1 

gm. 

gm. 

Per cent 

29 

6.8 

Apr. 28 

38 1 

19.75 ! 

6.13 

3.22 

0.68 






“ 29 

37 

20.50 


3.37 

0.80 






“ 3ot ; 

27 

24.75 

5.18 

4.78 

0.72 

7.83 

7.94 

■nn 



May 1 1 

32 

15.75 

4.99 

3.16 

2.12 

i 



30 

8.0 

Apr. 28 

32 

21.25 


3.38 

1.92 






“ 29 

32 

19.75 

6.42 

3.08 

2.02 






“ 30t 

27 


1^1 

5.02 

2.42 

7.83 

8.05t 

■fiM 



May 1 

1 Animal died 







• Total “acetone bodies” expressed as acetone. 

1 12.0 gm. of sodium ketoisovalerate in 200 ml. of water were injected intraperi- 
toneally. 

t The extra glucose in this experiment is calculated on the basis of the rise in G : N 
ratio above the average of the 2 preceding days. 

The demonstration that valine and its a-keto derivative contribute 3 
of their carbon atoms to the formation of glucose and the fact that iso- 
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I)iilyii(: acid is a sUKar former ((5) indicate (iiiite stroiiKly tliat tlie amino 
acid in <incsUon is catabolizcd in (he diulxdic organism as rci)rosentcd by 
llie accompan.ving formtdas. 

CII, Nil, 

\ I 

CII— CII— conn : 

/ 

cir, 

CII, 

\ 

CII— COOII > Klacosn 

/ 

CII, 

Of these reactions, the first is reversible, at least in tlie rat." Further 
information is needed regarding the chemical mechanism involved in the 
conversion of isobntyric acid to glucose. 

In the phlorliizinizod dog, /(+)-valine, f/('-)-valinc, d/-valine, and 
sodium a-kotoi.sovalcrate contributo 3 of llieir 5 carbon atoms to the forma- 
tion of gluco.so. The bearing of the.ee facts ui^oii the catabolism of valine 
is cliscu.esed. 
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, OBSERVATIONS ON PROTEINASE IN BRAIN* 
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With the Technical Assistance of M. K. Walden 

(From the Enzyme Research Laboratory, Bureau of Agricultural Chemistry and 
Engineering, United States Department of Agriculture, Washington) 

(Received for publication, August 3, 1942) 

For purelj' practical reasons, brain tissue is regarded by meat-packing 
technologists as prone to particularlj' rapid breakdotra and spoilage. The 
presence of active autolj'tic agents in this tissue is thus to be expected. 
Yet previous investigators, while reporting the presence of a variety of 
hydrolytic enzymes, have not demonstrated the presence of any of them 
in'remarkably large quantities. Nor has the autolj’sis of brain tissue, as 
judged by protein breakdown, appeared to be espeeially rapid or far 
reaching (1-5). 

Proof of the presence of various types of proteolytic enzymes has been 
cited by these and other authors. 

The presence of a nuclease in brain was reported by Craifaleanu (2); 
gelatinase, nuclease, and peptidase, by Takasaka (5) ; and a great variety 
of enzymes, including the foregoing plus trypsin, was noted by Slowtzoff 
(6). Edlbacher, Goldschmidt, and Schlappi ( 7 ) have demonstrated 
weak catheptic, but practically no tryptic, activity in brain. In general, 
slight proteolytic action has been commonly attributed to brain, although 
Blum, Jakovtschuk, and Jannoschkewitsch (8) state that, of the various 
proteolytic enzymes, they found only a dipeptidase in appreciable amounts. 

With regard to the effect of its proteolytic enzymes on the brain itself, 
Levene and Stookey (1) concluded, as early as 1903, that nerve tissue does 
not differ qualitatively from muscle, spleen, or liver in proteolytic activity, 
which (they noted) was favored by the addition of acid. Later Gibson, 
Umbreit, and Bradley (3) stated that brain tissues autolyze like other 
tissues, except on a smaller scale. 

More recent experience with other tissues has indicated that new meth- 
ods of measuring protein digestion accent the initial stages of the break- 
down better than do the older methods, based on an increase in total 
amino nitrogen. In this studj' proteolysis due to the enzymes in brain 
has been followed by measuring the tyrosine liberated therebj' from the 
proteins. The method was proposed by Hertzman and Bradley (9) for 

* This work was done under Special Research Funds provided for by the Bank- 
head-Jones Act of June 29, 1935. 
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tracing nulolysis, and has been developed by Anson (10) into a general 
procedure for (he quantitative determination of protoinases. When the 
ability of the finely divided tissue to digest hemoglobin was determined by 
this method, calf brain was found to contain approximately 6 times as 
much proteinase ns muscle. As the protein content of brain is roughly 
half that of muscle, the cn7,3’mc concentration on a protein basis is thus 
about 12 times that of mu.sclc, or two-fifths that of spleen (11). The 
brain protcina.se differs in no observed respect from the cathepsin found in 
liver, spleen, and muscle. A partiall}' purified enz^'me preparation, as well 
ns fresh brain .suspensions, digested hemoglobin at plf 3.5 without being 
activated or inhibited 1)3’ C 3 ’stcine or iodoacetamide. It was also obser\’ed 
that fresh brain tissue gave no evidence of digesting hemoglobin at pH 
7.5, and the presence of a trypsin-like enzyme is therefore unlikely. 

One or more pcptidc-.splitting cnz 3 'mcs were found in fresh brain tissue. 
dl-Lcuc 3 -lglycinc and d/-lcuc 3 -lgl 3 ’C 3 ’lgl 3 ’cinc were .split at approximately 
the same rate b 3 ' calf brain ns by’ beef muscle, and glycyl-Mcucinc and 
gly'cy'lglyminc were split more rapidly’ by’ brain than by’ muscle, whereas 
with d/-nlnnylglycinc the reverse is probably’ true. Extraction of fresh 
brain tissue with cold acetone and ether docs not greatly' affect the pepti- 
dase activity, except for the .splitting of the glycyl peptides which is con- 
siderably’ reduced. Abdcrhaldcn and Caesar (12) have also reported the 
presence of peptidases in brain capable of splitting the above peptides. 

Similar fresh and acctonc-cthcr-e-\tracted samples of brain tissue did not 
hy’droly’ze benzy’l buty’ratc. Butyric acid was not found in significant 
amounts in a steam distillate from 5 gm. of brain which had been sus- 
pended in 45 ml. of HjO and incubated with 0.5 ml. of bcnzy’l butyrate for 
5 hours at 40° (13). Since this test is apparently' a very' delicate one for the 
lipase of the pancreas and the esterase of liver and muscle, it is unlikely 
that esterases of this type arc present in appreciable quantities, although 
there is evidence of the presence of these enzy'mes in brain presented in the 
literature (5, 6, 14). 


EXPERIMENTAL 

The surface layer of membranes and blood vessels was removed as well 
as possible from the brains of calves that had been slaughtered 2 to 3 
hours previously. The brain tissue was next emulsified in 10 volumes of 
water in a small, high speed mechanical mLxer w’ith sharp blades. Por- 
tions of this water suspension Avere assay’ed for catheptic activity by’ nii.xing 
with buffered hemoglobin solution (pH 3.5) and determining the ty’rosine 
liberated after 10 minutes incubation at 38° as described by Anson (10). 

In experiments on the rate of autolysis the same suspension of brain 
tissue in water was preserved with toluene. Samples were periodically 
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withdrawn and the protein precipitated by the addition of trichloroacetic 
acid. 5 ml. of the filtrate (equivalent to 166 mg. of the original tissue) 
were used as before for the estimation of tyrosine. WTien the autolyses 
were carried out at pH 3.5 to 4.0 the pH of the brain suspension was ad- 
justed by the careful addition of n HCl. Similar autolysis experiments 
were carried out wdth calf skeletal muscle. The results of a typical set of 
experiments are sho^vn in Fig. 1. 



Fig. 1. Comparison of autolysis in brain and muscle as indicated by increase in 
soluble tyrosine. 


For the preparation of cathepsin the fresh brain was first extracted with 
cold acetone and ether which sert'ed to remove water and practically all 
of the lipids. 60 gm. of the fresh brain were chopped finely with a knife 
and extracted twice (about 10 minutes each time) wdth 100 ml. portions of 
cold acetone. The tissue was filtered out and chopped again after each 
extraction. It was then similarly extracted twice (15 minutes) with 100 
ml. portions of acetone-ether (1:1). It w’as finally extracted with two 
100 ml. portions of cold ether (20 minutes) and left at 5° overnight in 50 
ml. of ether. The tissue was then removed from the ether and dried in air 
at room temperature. After drying it was ground in a mortar and sieved. 
Approximately 90 per cent of the catheptic activity found in the original 
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tissue was retained in tlic dried material. Longor treatment with acetone 
and ether diminislied the amount of recoverable enzyme. 

The cathepsin was exlraelcd from the dried tissue by suspending it in 
20 volumes of 0.2 m acetic acid (plf of suspension, .3.7) for 1 hour at T. 
The undissolved matenal was filtered off and the protein in the fdtratc pre- 
cipitated by 0.8 saturation with ammonium sulfate. The precipitate was 
suspended in 0.2 acetic acid and dialyzed overnight against cold distilled 
water. The insoluble material remaining after dialysis was removed by 
filtration. A water-clear filtrate containing 0.063 mg. of protein nitrogen 
and possessing an activity of 2..5 X 10~' cathepsin unit per ml. was ob- 
tained. The s])ecific activit}' of this preparation was 4 X 10“’ unit or 
approximately G5 times that of fre.sh brain. In the process of purification 


TAnr.K I 

Propcrlies of lirain Proteinase 




Cathcpiln unItJ per ml. X 10* 


pH 

pH .vs 

pH 4.3 

pH 74 

pH 3.5* 

.Suspension of fro,sh calf brain, 
1:10 


0.75 


No activity 
in 1 hr. 

mm 

Solution of protein from calf 
brain, 1 ml. = 0.001 mp. pro- 
tein N 

1.8 

2.5 

1.9 


u 


1.0 nil. of 0.1 M cy.stpino liydrochlondo neiilrnli/od nnd mi.ved with hcmoRloliin 
lioforo the enzymo wa.s ndded Imd no effect in either e.xpcriment. In tlio control 
expel inient un ecpial aniomit was added just before precipitation with trichloroacetic 
acid. 

’After alkaline iodoacetamide treatment. 0.5 ml. of 0.02 m iodoacctnniidc was 
mixed with 1 ml. of enzyme solution ([ill 7 to S) 1 hour before ass.ay. 

about 85 per cent of the proteolytic activitj’ originally present in the brain 
ti.s.sue was lost. A large part of this lo.ss was due to the handling of small 
quantities of material. The properties of the purified enzyme arc .shown 
in Table I. 

The jireparations of partly purified enz 3 'me described above were also 
assayed the method of Anson, with the use of hemoglobin as a substrate. 
The quantity of enzjmie has been expressed in hemoglobin units (Anson 
(10)), with the aid of a curve correlating color values and units that was 
made from data obtained with hemoglobin and the purified brain cathepsin. 
The specific activity is the number of units per mg. of protein nitrogen. 
Protein nitrogens were determined the micro-Kjeldahl procedure. 

The peptidase activity was determined by a modified formol titration 
of aliquots of a brain-peptide digest. The digest was pi'epared by incu- 
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bating brain tissue with the peptide in the presence of ammonia-ammonium 
chloride buffer and 0.001 m MnClj. The titration was carried out wth 
0.01 N NaOH after the digestion had been stopped by the addition of 
formol. The method was one developed for the characterization of a 
leucyl peptidase in muscle.* In the case of this peptidase, MnCh has been 
shoivn to have an activating effect (15), and for this reason it was used in 
all of the brain peptidase studies. A comparison of the peptidase of beef 
muscle, calf brain, and acetone-ether-extracted brain is shown in Table II. 

Antolysis of Brain Tissue — It is evident from Fig. 1 that the rate of 
autolysis in brain tissue decreases rapidly and that the process is practically 
at an end in about 48 hours (at loom temperature). The amount of pio- 


Table II 

Comparison of Brain and Muscle Peptidase Activity 



Per cent hydrolysis,* 20 hrs ,t 40", pH 7 0-7 S 

Subslralc.OOS mu per ml 

1 Beef muscle, 10 mg I 
per mi ' 

! 1 

Call brain, 10 mg 
per ml 

Acetonc-cther extracted 
calf bram, 1 S mg 
(= 10 mg fresh tissue 
p«rml ) 

Glycyl-Ueucine 

7 (pH 6 8) 

60 

22 

Glyoylglyoine 

20 ( “ 6 7) 

76 (pH 7.7) 

1 

<f/-Alanyiglycine 

1 Complete hydrol- 
ysis (17 mg 
beef muscle) 

38 

31 

<tl-Leueylglycylglycine 

i( a 

i 

Complete hydrol- 
ysis (pH 8 2) 

Complete hydiol- 
ysis (1 mg ex- 
tracted brain) 

di-Leucylglycinef 

9 (pH 7 8) 

12 (pH 7 7) 

14 (pH 7 8) 


* Calculated on the basis of the splitting of one peptide bond per molecule 
t The figures for d(-leucylglycinc arc for 2 hour digestion periods 


tein bieakdown as indicated bv the liberation of tyiosine is not considci- 
able and coi responds very closely to the amount liberated in muscle tissue 
under similar conditions, despite the fact that brain tissue appears to 
contain much more proteinase than muscle. 

In one experiment the trichloroacetic acid filtrates uere also analyzed 
for free amino groups by the Van Slyke procedure (16). The results are 
shown in Fig. 2. Although these figures indicate a decrease in the autoly- 
tic rate between the 3rd and the 5th days, Gibson, Umbicit, and Bradley 
(3) showed that the free amino acids continued to incicase even uii to 30 
days at the more acid pH. While peptidases aie knoiMi to be ine-.enl in 
brain tissue, there is no clear evidence that the splitting of peptides played 

’ Balls, A. K., and Schwimmer, S., unpublished data. 
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an important part in tiic proccj^s of autolj'sis for the first few days, since 
they arc more active at an alkaline pll and the curv’cs in Fig. 2 indicate 
mucli greater autolysis at pll 3.5 tlinn at G.G. 



Fia. 2. Incrc.ise in free amino groups during nutolysis in brain tissue 

Table III 


Survival oj Calhcpsin in Aulolyzing Brain Suspensions 


pH 

Time j 

Cathepsin units per 
! tissue X 10* 

6.7 

0 hr. 

8.5 


24 hrs. 

6.3 


48 " 

6.3 


72 “ 

6.4 

3.5 

0 hr. 

8.7 

i 

24 hrs. 

4.3 


48 " 

5.0 


72 " 

5.5 


120 " 

5.0 


12 days 

4.3 


The cessation of autolysis in brain is not due to the destruction of the 
enzyme. Table III shows the amount of cathepsin surviving during 
autolysis conducted over several days. While some decrease in the en- 
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zyme was noted, there was still considerable left even after 12 days at 
pH 3.5. The addition of purified brain cathepsin to an already completely 
autolyzed suspension produced no further increment of non-precipitable 
tyrosine. It was thus impossible to distinguish between the alternatives 
that the enzyme is inhibited by its end-products or has split the protein as 
far as it can. The probability of the latter explanation is greater, because 
if the enzyme were inhibited by end-products the addition of considerable 
new enzyme would be likely to overcome the inhibition, at least to some 
extent. The experiments, however, showed no additional digestion 
whatever. 


SUMMARY 

Brain proteinase has been partially purified and shown to be of the 
catheptic type. Di- and tripeptidases were found to be present in brain 
tissue. No evidence was obtained for the presence of a lipolytic enzyme 
similar to the one previously reported in muscle. 

The results indicate the presence of a surprisingly large amount of 
cathepsin in brain as compared with muscle. Brain, however, autolyzes 
neither more rapidly nor to a greater extent than muscle under similar 
conditions. While the effect of the brain cathepsin undoubtedly con- 
tributes to the difficulty' of handling brain tissue commercially, it does not 
seem to afford adequate explanation of the rapid disintegration of the 
material that is so frequently observed in the packing industry. 
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THE WATER-SOLUBLE RIBOFLAAHN-BORON COMPLEX 

By DOUGLAS V. FROST 
(From the Abhotl Laboratories, N'orlh Chicago) 

(Received for publication, August 13, 1942) 

In the course of attempts to find water-soluble derivatives of riboflavin, 
a study was made of the complexes formed between riboflavin and com- 
pounds of boron. The discoveiy was made that when proper pH control 
is exercised stable solutions of riboflavin-boron complex can be prepared 
of at least 25 times the natural solubilitj' of riboflavin; i.e., a concentration 
of about 0.3 per cent as against 0.012 per cent. The nature of the ribo- 
flavin-boron complex has been characterized in part; however, all phases 
of the solvent effect are not clear. A brief consideration of the knowledge 
of organoboron complexes will serve as an introduction to the problem. 

Boric acid has long been known to form complexes and esters wth 
polyhydroxy compounds (1). Both aliphatic and phenolic compounds 
have received considerable attention and recently Scudi, Bastedo, and 
Webb (2) described a complex in which both phenolic and aliphatic groups 
of pyridoxine are bound bj’ boric acid. Brigl and Griiner (3) and Vargha 
(4) have described the preparation under anhydrous conditions of glucosc- 
horic acid asteis. Such e.stcrs, however, are unstable in water. Brigl 
and Grtiner state that the mechanism of the boric acid effect with poly- 
hydroxy compounds is not entireU’ clear but probably occurs in two 
phases. They picture the first phase of the reaction as that shown in (I). 

OH OH OH 

/ / 

\ \ 

OH OH 

(I) 

The boron atom has been shown in many instances to act as havang 4 
coordinate valences and involvement of two hydroxyl groups is pictured 
in (II). Tlus formulation serves to explain the accentuation of the 
acidity of one hydroxjd group and accounts for the strong monobasicity of 
boric acid in such complexes. 

Kuhn and Weygand (5) had sho-rm that boric acid catalyzes the con- 
densation of o-diamines wth alloxan. This reaction is useful in the syn- 
thesis of riboflaxan but xvas shouar to be independent of action on the sugar 
side chain and has not been explained. On the other hand the effect of 
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liomx, ilc'Honl)otl by Kuliii nntl Rudy (G), to rcvorso the optical rotation of 
riI)onaviii in alkaline solution clearly involves (he sugar group. 

The following t'xperiinents w('re eondurted (o perfect a method of pre- 
paring stable soluble preparations of riboflavin and to determine the nature 
of the riboflavin-boron complexes involved. 

r.xi’KitiMn.xT.vii 

Addition of a small amount of orthoboric acid, inctaboric acid, or borax 
was found to increase the ajieed of solution of riboflavin in water on heating. 
Such solutions, in which heating was sto{)})cd as .soon ns all of the riboflavin 
was dissolved, were found to be physically unstable, however, and attempts 
were made to determine conditions necessary for permanent .stability. 
The import.'inco of pll control was attested by large numbers of experi- 
ments with varying ratios of rilroflnvin and orthoboric acid. tVhen heating 
was at a minimum just suflicicnt to bring about complete solution of the 
riboflavin, (he subsequent ph 3 'sicnl stabilitv' on cooling was found to be 
closely depcjidcjjt on pll. .solut ion.s of 0.05 per cent riboflavin and 

0.1 per cent boric acid were found to be stable at pH more alkaline than 
7 but were unstable at pII more acid than 7. The interesting discoverj' 
was then made that duration of heating influenced ph.vsical stability of 
such solutions. Solutions of the above compo.sition buffered to pH C.5 
with disodium phosphate proved to be quite stable after heating for 3 
hours. Chemical and microbiological assa.vs for riboflavin indicated that 
about 5 per cent of the total riboflavin was destroyed bj' this protracted 
heating. Dcstioiction of riboflavin at pH 7 occurred at a rate about 
double that at pH G.5. No differences were discernible between the stable 
heated solutions and the unstable unheated solutions bj' the following 
mea.surements: freezing pomt depression, electrometric titration, precipita- 
tion with heavy metals, and specific rotation. .fVlso, no difference could 
be detected between the freezing point depression of heated riboflavin-boron 
complex solution and an equivalent boric acid solution containing no 
riboflavin. Transmission curves were drawn for solutions of pure ribo- 
flavin and riboflavin-boron complex. There was no difference between the 
tw’o curvms. 

The time of heating required to produce stable solutions of various con- 
centrations of riboflavin and orthoboric acid at pH 6.5 was found to be 
about 3 hours at 95°. The importance of extended heating was demon- 
strated by removing samples from the water bath at regular intervals up 
to 3 hours and setting them aside for stability. The time of appearance 
of first crystals ran about as follows: 12 hours for 30 minutes heating, 7 
days for 90 minutes heating, and 20 daj's for 150 minutes heating. Crystal- 
lization continued in all of these until equilibrium with the solution was 
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reached. In time, about the same amount of riboflavin had separated 
from all of them. 3 hours heating, on the other hand, produced solutions 
which have failed to crystallize in a period of 12 months. An apparent 
state of physicochemical stability was reached with 3 hours heating that 
was not attained with shorter heating. The time of heating needed to 
produce stable solutions with metaboric acid was less than that mth 
orthoboric acid. Solutions of good physical stability were also obtained 
by dissohdng the riboflavin and boron compound at alkaline pH, heating 
gently, and adjusting to pH 6,5. 

The addition of acid to riboflavin-borate solutions generally caused 
precipitation of the riboflavin in a short time; however, certain isotonic 
solutions of low concentration, i.e. 1 mg. per cc., have appeared stable for 
many months follorving addition of acid. Solutions containing 3 mg. per 
cc. of riboflavin stabilized with 5 per cent of boric acid invariably underwent 
rapid crystallization when small additions of acid were made. 

A clear cut stoichiometric relationship between the molecular ratios of 
riboflavin and boric acid which produced stable solutions on heating was 
not apparent in our experiments. The requirement for boric acid increased 
markedly with higher levels of riboflavin. The lowest level of boric acid 
studied was 0.1 per cent and this was used to dissolve 0.05 per cent ribo- 
flavin, a molecular ratio of boric acid to riboflavin of 1 '. 12. The maximum 
solubility of boric acid in water at ordinary temperatures is about 5 per 
cent. In the pH range of 6.4 to 6.6, this amount of boric acid was found 
to hold in solution about 0.3 per cent riboflavin, a molecular ratio of 
about 1;100. 

Addition of riboflavin to boric acid or borax solution caused a very slight 
lowering of the pH, but no difference was noted in the general appearance 
of the curves for electrometric titration of boric acid solution in presence 
or absence of riboflavin. When monohydroxy and polyhydroxy alcohols, 
such as ethyl alcohol and glycerol, are used to enhance the monobasicity 
of boric acid, large excesses of the alcohol are used to obtain maximum 
effect. Such a procedure was not possible in this study because of the 
limited solubility of riboflavin. 

Optical Rotation of Riboflavin-Boron Complex — ^The ability of compounds 
of boron to reverse the optical rotation of riboflavin was found to be a 
function of the pH of the solution and bears an apparent close relationship 
to the solvent effect. The rotation of riboflavin below pH 6 is enhanced 
in a negative direction by boron; above pH 6, it is enhanced in a positive 
direction. Likewise, the solvent effect of compounds of boron is small 
below pH 6 and increases above pH 6. 

The increase in positive rotation of riboflavin-boron solutions with 
increase in pH is in direct contrast to the increase in negative rotation of 
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solutions of rihoflnvin alone with similar increase in pIT. The effect of pH 
on the specific rotation of riboflavin and riboflavin-boric acid solutions is 
shown in 'I'able I. 

The interesting theoretical observation was made that d-araboflavin* 
dissolved by boric acid also shows reversal of the sign of rotation as well 
ns accentuation of the degree of rotation on either side of jHI fi (Table II). 
It seems likely that this reversal of the sign and accentuation of the degree 
of rotation will appl}' for other similar sugar derivatives. 


TAtll.K I 

Ejjccl of pll and Addition of lioric Acid on Optical notation of d-Riboflavin 


J-RiboflAvin 

, O.Iptrccnl 

rf^RiboflAvin, 0.1 prr cent, + boric acid, 1.4 per cent 

pU 

f 1** 

Wd I 

pH 

hi” 


dttreet 



1 

±2 

1.3 

-33 

c 

±2 

3.0 

-30 

7.9 

-33 

C.3 

-f50 

9.8 

-55 

C.G 

-bioo 

11 

-78 

9.2 

-i-27S 

12 

-89 

11.8 

-f-340 

1 


TaiiIiK II 

Effect of pll and Addition of lioric Acid on Optical Rotation of d-Arahoflarin 


d-Araboflavin 

, O.l per cent 

d-Arabofl-ivin, 0.1 per cent 

, + boric acid, 1.4 per cent 

pH 

hlS 

pH 

hlS 


dfurtet 


degrees 

3 

0 

3.3 

+10 

6.3 

-1-10 

C.G 

-so 

8.5 

-1-20 

9.2 

-374 

11.2 

-f30 

11. G 

-410 


Further evidence that the ribityl group is involved in the solvent reac- 
tion Math boric acid and that the effect is largely independent of the very 
insoluble isoalloxazine group was obtained in the following c.xperiments. 
Lumiflavin, 6,7,9-trimethylisoalloxazine, was made according to the 
method of Warburg and Christian (7). Boric acid did not enhance the 
solubility of this compound or of tetraacetylriboflavin.- Thus, when the 
.sugar group is either absent from the flavin molecule or is completelv 
substituted, no reaction with boric acid appears to occur. 

1 ICindly furnished by Dr. H. E. Zaugg. 

’ Kindly furnished by Dr. D. M. Hegsted. 
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Ewdence that the jsoalloxazine grouping of riboflavin is not involved in 
complex formation \vith compounds of boron was obtained indirectly^ 
follows: Reduction of riboflavin-boron complex rvith sodium hydrosulhtc 
paralleled that of free riboflavin. The simple reversible air oxidation of 
the colorless dihydroisoalloxazine derivative thus obtained was accom- 
plished with equal rapidity in each case. Photolysis of solutions o ree 
riboflavin and riboflavin-boron complex yielded lumifiavin at about an 
equal rate. Equal precipitation of the two forms with salts o si ver, 
copper, mercury, and lead indicated that the slightly acidic imide grouping 

is not blocked by boron. . 

Preyaralion of Telrahenzoylriboflavin — ^Attempts were made to benzoy - 
ate riboflavin in the presence of borates according to the Schotten-Baumann 
method. No reaction took place, indicating that the hydroxyl groups 

were completely blocked. _ , 

Tetrabenzoylriboflavin was prepared in the following way rom rec 
riboflavin. 100 mg. of riboflavin were dissolved in 100 cc. of cold water 
ivith 0.6 gm. of sodium hydroxide. 1 gm. of benzoyl chloride was added 
and the cold solution wa.s extracted four times with ethyl ether. e re 
crystalline mass which had separated during the benzoylation went s ow y 
into solution in the ether. The combined ether extracts %yere ree rom 
ether and the residue was dissolved in hot alcohol. . On cooling, or^ge re 
crystals were obtained which were extremely insoluble in water an ra er 

sparingly soluble in acetone, ether, and alcohol; m.p. 131-136 ( o sage;. 


Analysis — Riboflavin tetrabenzoate, CitNiHjtOio 

Theory. C 68.2, H 4.65, N 7.03 
Found. “ 68.7 “ 4.72 “ 7.00 

Preparation of Boric Acid Esters— Concentration in vacuo of the soluble 
riboflavin-boron complex has invariably resulted in the appearance o 
inseparable free riboflavin and boric acid crj'stals. However, w en 
riboflavin was heated for an hour with metaboric acid (molecu ai ra lo 
1:2) in glacial acetic acid, homogeneous crystals in good yie d were o 
tained on cooling; m.p. 290-292° (uncorrected). The analysis of the 
crystals fitted those of riboflavin monoborate. 


Riboflavin-jnonoborate, Ci7H,iO«N»B, ">of- wt. 419 „ o co 

Theory. C 48.5, H 5.01, N 13.88, ash (3,0,) 8.3 , B 2.^ 
Found. “ 47.2, “ 5.13, “ 13.34, " “ 8.01, ' 2.58 

Riboflavin (fluorescence analysis). Theory, 89.4; found, 89.4 


The specific rotation of the compound was -1-62.5° at pH 7.7 and -1-120 
at pH 11. Addition of further boric acid at pH 11 caused an increase m 
rotation to -1-275°. This compound dissolved readily with shaking m 
water in a concentration of 0.05 to 0.1 per cent, but apparently underwent 
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rapid hydrolysis, since cryslals npjwired soon after solution was complete 
and crystallization propircs^cd rapidly until most of the riboflavin had 
separated from solution. 

^Mien a molecular e.vcc.'^.s of metaborie acid of 4:1 wn.s used in glacial 
acetic acid in an attempt to produce the diborate, homogeneous ci^’stals 
were evidently not obtained. The material dis-^olved readily in water 
and required somewhat longer for precii)itation of free riboflavin than did 
the monoborate described above. 'I’lie melting point (uncorrcctcd) was 
2n0-292°, but the fluorometric analy.sis indicated the presence of about 84 
I)cr cent riboflavin ns against 80.7 per cent for the monoborate and 81 per 
cent calculated for the diborate. When mct.aboric acid and riboflavin 
(4:1) were heated together in acetone with a small amount of pyridine 
to comidetc the .solution, a crystalline product separated on cooling which 
had 93 per cent riboflavin by analy.sis. This product di.«solvcd in p.art 
rapidly in water, but almost immediately hydrolyzed and prccipit.atcd 
free riboflavin, ^'hus material was obtained in which onlj' part of the 
riboflavin was cslcrificd and other material in which the esterification was 
probably complete but involved only part of the eligible groupings. The 
position of the boron substituent as regards the four hydroxyl groups is 
problematical. The marked cfTect on .specific rotation shown by the ribo- 
flavin-monoboratc suggests that the carbon atom 2 is involved according 
to the thcorj' of Weygand (8). 


DISCUSSION 

Although the capacity of derivatives of boron to dissolve riboflavin in 
water appeare to be clearl}' concerned with complex formation Anth the 
hydro.xyl groups of the ribit}’! side chain, the nature of the complex is not 
clear. The facts at hand suggest that the soluble complex exists in at 
least tAVO forms, one of Avhich, produced by long heating, is relatively stable, 
and the other, produced by .short heating, is relatiA'cl^’’ unstable. The 
fact that sjmthetic riboflavin monoborate undergoes rapid hydrolysis AA-ith 
separation of riboflavin from solution suggests that the ester type of linkage 
of Brigl and Griiner (3), previouslj’’ disciussed, may form to some extent but 
is not equivalent to the condition Avhich occurs in the stabilized aqueous 
solutions. Rather large molecular excesses of boron compound are needed 
to produce stable solutions, suggesting a physicochemical relationship 
involving an equilibrium betAveen a soluble ester form and free insoluble 
riboflaAdn. The slight increased aciditj’- of riboflaAdn-boron solutions and 
the close dependence of solubilit}’- on pH add further CAddence to the pres- 
ence of a Irighl}'^ dissociated ester type of linkage in Avhich the monobasicity 
of boric acid is enhanced in the Avell knoAvn manner. The action of heat 
to produce stable complex formation cannot be explained satisfactorily. 
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since no physical or chemical differences can be detected between the 
heated and unheated solutions. 

Weygand (8) has concluded from extensive studies on the rotation of 
flavin glycosides that in general more than three-fourths of the degree of 
rotation of this type of compound is due to the grouping on carbon atom 2 
of the potyoxj'alkyl side chain. The great effect of the addition of boron 
compounds on the direction and degree of rotation of d-riboflavin and 
d-arabofla\'in points to involvement of carbon atom 2 in the sugar side 
chain. Involvement of all four hydroxyl groups in aqueous solution is 
indicated also by complete success of benzoylation in absence of boric acid 
and complete failure in its presence. Full biological actudty of the stable 
riboflavin-boron complexes formed in aqueous solution mth heating is 
indicated both by the activity of all preparations in the microbiological 
assay and by separate animal experiments. In assays with rats, riboflavin- 
boric acid complex administered by intramuscular injection three times 
weekly was as effective in promoting growth as equivalent amounts of 
nboflavin in water by mouth. The material has also been used successfully 
by injection to supply the riboflavin requirement of dogs on synthetic 
rations over periods of several months. The amount of boric acid obtained 
in the injection fluid is negligible and is excreted with extreme rapidity 
(9-12). 

The solvent effect of boron compounds is quantitatively more than 15 
times as great as that reported by Schou and Fretheim (13) for urea and 
urethane and is about 3 times as effective as nicotinamide in low concentra- 
tions as determined in our laboratories. Kuhn (14) reported the use of 
sodium desoxycholic acid and N-methylacetamide as solvent agents for 
nboflavin, but neither compound has proved suitable in our hands. 

Isotonic preparations of the riboflavin-boron complex containing 1 mg. 
per cc. of riboflavin have been shown to be self-sterilizing towards molds 
and bacteria. In the course of nutritional experiments, sterile solutions 
have been injected several times weekly into rats and dogs for long periods 
of time with non-sterile syringes and^needles. No abscesses or other signs 
of infection at the point of injection have appeared as commonly occure 
when non-sterile techniques are used. Similar solutions have been tested 
for acute and chronic toxicity in rats and dogs. No deleterious effects 
were seen as affecting growth, estrus, the blood picture, or the general 
well being of the animals. 


SUMMAKY 

1. Preparations of soluble riboflavin-boron complexes containing up to 
0.3 per cent ribofla\dn in solution are described. The preparations have 
proved suitable for injection. 
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2. Evidence for tlie imtnre, in pnrt, of flic soiubic complex hn-s been 
obtninccl. 

3. Synthesis of ribofliivin inonoborale .'infl fetinbcnzoylnboflavin arc 
described. 

4 . TIic effecl of pll on the spcrilic rotation of rZ-riboflavin, /-araboflavin. 
and boron complexc.s formed by them hius been .studied. 

Tlmnks arc cxirrc.ssed (o I'^Ieatror Willertoti, F. Peirce Dnnn, and Elmer 
0. KnicRer for the inierobiolopdcal, animal, and ehcmieal ribotlaun assays 
run durinp the course of this study. Tlinnks are also expre.s.sed to Mr. 
Carl Nielsen and E)r. A. E. Knatif for lielpful consultation throughout and 
to Dr. n. W. Cromwell and Dr. 11. K. Richards for the bacteriological and 
pharmacological studies reported. 
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MOLECULAR KINETIC AND ELECTROPHORETIC STUDIES 
ON CARBONIC ANHYDRASE 

Bt MARY L. PETERAtAJ^N and N. V. HAKALA 
(From ihe Deparlmenl of ChemislTy, Vixitersily of Wisconsin, Madison) 

(Received for publication, August 24, 1942) 

The purified carbonic anhydrase prepared from ox blood by Scott and 
Esher (3) appeared to be almost a pure substance. They reported, 
"Adsorption, electrodialysis, or fractionation tvith inorganic salts and sol- 
vents did not result in any marked increase in the activity of this product.’ 
The amorphous powder contained about 0.2 per cent zinc and had a nitro- 
gen content of 15.8 per cent. Its activity was approxiroatelj’^ 10,000 umts 
per mg. of solids. The activity of the crystals was about 9000 units. 

In 1940 Keilin and Maim (2) described a preparation of carbonic 
anhydrase which they believed to be almost pure. En^rnie prepared by 
two different methods and from two sources — red blood cells and gastric 
mucosa — ^had about the same activity, which could not be increased; 
and the preparation showed only one component on electrophor^s. 
This material contained 14.9 per cent nitrogen and 0.33 per cent zinc. 
Its activity was 2220 units per mg. 

The difference in activity reported for these preparations by the two 
groups of workers may be related to a difference in chemical composition 
or may be due to the fact that Scott and Fisher used a stabilizer in their 
solutions during testing. In any event, constant activity seems inadequate 
as a .sole criterion of purity. The sedimentation behavior, diffusion rate, 
and electrophoretic mobility of the carbonic anhydrase prepared by Scott 
and Fisher have accordingly been studied in this laboratory’. 

Methods 

The preparations of carbonic anhydrase studied have been described in 
detail by Scott and Fisher (3) . Sample C A-1 corresponds to the material 
in their Experiment I. It was a purified amorphous preparation which 
had been dial 5 'zed and brought from Toronto to Madison at room tem- 
perature. Sample CA-3 was similar to Sample CA-1 except that the 
dialysis and transportation to Madison were accomplished in the cold. 
Sample C.A-2 had been crj'stallized from another portion of Sample CA-1 
as described in Experiment 3 of Scott and Fisher and dried in vacuo. 
It was taken up in water and the small amount of insoluble material present 
removed by centrifugation. All three samples were dialyzed in the cold 
against phosphate-borate buffer, pH 7.1, containing 1 per cent sodium 
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chloride, forHcdiinonlulion and diffuaion oxporimonfs, or against the buffers 
used for elect ropliorcsi.s. Sample CA-3 was also centrifuged in water 
solution. S!im])le ()A-l wa.s prepared h}- treatment with basic lead acetate 
(•}) and the excess lead removed a.s the phosphate. The final solution 
had an enzyme concentration of n|)pro.\-imatcly 2 per cent and contained 
about 1 per cent mixed pho.sphate. 

The sedimentation behavior of carbonic anhydrase was studied in the 
Svcdl)erg oihdnven ultracentrifuge at 00,000 n.r.M. The position of the 
boundaries was observed by the Lamm scale method. Sedimentation 
constants were calculated in the u.sual manner (5). The arca.s under the 
line displacement -distance diagrams were mea.surcd with a planimetcr, 
and the relative amounts of protein represented by each peak calculated. 
In order to obtain the maximum re.solving power, the cell was filled wth 
solution; so that no correction for distance from the meniscus could be 
made. 

The diffusion constant measurements were made in a Lamm cell. The 
blurring of the boundary was followed by the scale method, and the diffu- 
sion constant calculated by the method of moments. 

The electrophoretic mobility of the enzyme was studied in buffers of 
ionic strength 0.10 at pll 5.0, 0.0, 7.0, and 9.0 in the Tiselius electrophoresis 
apparatus. 'J'he positions of the boundaries were obseia'cd by the Svens- 
son-Philpot schlieren method. 

Results 

These preparations were almost homogeneous in the ultracentrifuge. 
The line displacement-distance diagram obtained on Sample CA-3 after 87 
minutes at 00,000 n.e.M. is shown in Fig. 1. The curve shows a slight 
asymmetry; evidently some material is jircscnt which sediments more 
rapidly than the chief component. Every s.amplc studied showed the 
same type of curve. The results of the sedimentation experiments are 
shown in Table I. Enzyme studied before dial 3 'sis (Sample CA-4) or 
after ciystallization (Sample CA-2) contained the same amount of heav}' 
material. Neither the nature of the solvent (Samples CA-3, a and b) 
nor the protein concentration during centrifuging seemed to affect the 
relative proportion of heavj’- protein present. 

The sedimentation constant of carbonic anhydrase is 2.8 S. (svedbergs),’ 
and the rate of sedimentation is independent of the protein concentration 
up to 1 per cent protein. This value is close to that obtained by Philpot, 
3.0 S. (1). 

The results of three diffusion experiments are also showm in Table I. 
The best average value for the diffusion constant appears to be 9.0 X 10“^ 

1 1 svedberg = 10“^’ cm. per second per unit of force. 
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sq. cm. per second. Although the individual values fall off somewhat 
with time, the line displacement-distance diagrams obtained are very 



Fig. 1. Carbonic anhydrase (Sample CA-3) after 87 minutes centrifuging at 
60,000 K.p.M. The broken lines indicate the separate components. 


Table I 


Carbonic Anhydrase 



Protein 

t ; 

Per cent 


coocentra- 


in main I 

j JJO 

Sample No j 

I tion 


1 j 



Sedimentation 


CA-l ^ 

ftrctnl 1 
1.0 ' 

Phosphate-borate, pH 7.1, 1% NaCl 

1 79 

5. 

2.8 


0.5 

“ “ 7.1,1% " 

85 

2.8 

CA-2 

1.0 ' 

“ 7.1,1% ‘‘ 

86 

2.7 

CA-3a 1 

1.0 

" “ 7.1,1% “ 

85 

2.8 

b 

1.0 

Water 

90 


CA-4 

2.0 

Phosphate 

83 

1 


Dififusion 



i 

1 

1 i 

Time 

Dn 


1 

1 

sec. 1 

cw.* per 


1 



sec X 

CA-l 

0.5 

Phosphate-borate, pH 7.1, 1% NaCl 

42,750 

9,3 



! 

52,740 

9.3 




66,900 

8.2 




82,320 

8.7 

CA-2 

1.0 

“ 7.1,1% “ 

61,440 

10.6 




72,360 

10.7 




83,040 

9.8 


1.0 

1 " '• 7.1, 1% “ 

33,540 

9.4 




, 74,760 

8.8 




82,080 

8.7 


close to ideal distribution curves. The diffusion constants obtained are 
therefore probably close to the true value for the pure enzj'me. 

The partial specific volume of this material has not been measured. If 
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0.7*1!), (ho valiio for insulin orys(nIs oonfainitiK zino, is used (5), the molecu- 
lar woi};Ii( is oaloulatod by (lie formula (5), 


M 


RTk 

mi - Vr) 


to bo appro.\imntcly .30, 000. 

The throe proparation.s .studied (Sanij)Io.s CA-1, 2, and 3) behaved 
similarly on elect rophoro.sis in phos|)hate buffer at i)H 7.0. Each showed 
one large peak and almut 10 per cent of slightly faster material (Fig. 2). 
The i)cak.s all sliow spreading witli time, wliirh continues after reversal 
of the current and .so is ascrilmide to the rnind diffu.sion rate of the material 
rather than to any electrical inhomogencity. Samjrlc CA-3 was also 
studied in i)IioHphate bulTer at pH 0.0 and in acetate at pll 5.0. Sample 



Fic. 2 Fig. 3 

Fio. 2. Elcctropliorcsis of carbonic nnhydrnso (Sample C.‘V-2) at pit 7.0. 

Fig. 3, Electrophoretic mobility of carbonic nnbydr.ase calculated from the de- 
scending boundaries. Mobilities arc given in sq. cm. per second per volt X 10*. 
• represents the authors’ data; O represents the data of Kcilin and Mann. 

CA-1 was studied at pH 9.0 in veronal buffer. 73ie pH-mobilit}' curve 
obtained is .shown in Fig. 3. The mobilities obtained by Kcilin and Mann 
(2) have been plotted for comparison; the agreement is verj' good. The 
isoelectric point appears to be at pH 5.3 in solutions of ionic strength 0.10. 
At pH 5.0 the small peak is slighth'- slower than the main peak. 

DISCUSSION 

These preparations of carbonic anhydrase hai'e been purified b}" chemical 
means until a state of constant activitv has been reached. Nevertheless, 
sedimentation and electrophoresis studies reveal about 15 per cent of im- 
purity. This impurity sediments slightly faster than the enzyme and 
seems to have a somewhat lower isoelectric point. Electrophoretic 
purification of the enzyme would be difficult because of the similar mobili- 
ties of the enzyme and the impurity and their high diffusion rates. 
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SUMMARY 

1. Carbonic anhydrase has a sedimentation constant of 2,8 S., a diffusion 
constant of 9.0 X lO"’ sq. cm. per second, and a molecular weight of 
30,000. 

2. The electrophoretic mobility of the enzyme has been determined 
over the pH range of 5.0 to 9.0 at constant ionic strength. Its isoelectric 
point is at pH 5.3. 

3. Both amorphous and crystalline preparations, with activities of 
9000 or more units per mg. of solids, contain about 15 per cent of impurity. 

This study was undertaken at the request of Dr. D. A. Scott and Dr, 
A. M. Fisher, who furnished all the enzyme preparations used. 

The authors wish to express sincere thanks to J. W. Williams for advice 
and encouragement in this work. The expenses of this investigation were 
defrayed by the Wisconsin Alumni Research Foundation. 
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LETTERS TO THE EDITORS 


THE USE OF MYLASE P IN THE PREPARATION OF NATURAL 

jslaterials for microbiological pantothenic 

ACID ASSAY 

Sirs; 

As soon .as the microbiological pantothenic acid assay of Pennington, 
Snell, and Williams^ was published, we tried it for the assay of several 
natural materials. It was immediately apparent that the resulting values 
in most cases were only a fraction of those obtained by the chick assay 
of Jukes- as used in our laboratory. 

Pennington et aU suggested autoclaving natural materials, or autolysis 
under benzene prior to autoclaving, to free additional pantothenic acid. 
In our experience such treatments also failed to yield anticipated values. 
Since enzymatic hydrolysis was already being used to free combined forms 
of certain B vitamins, we were prompted to try several commercial en- 
zymes in the preparation of the sample for assaj'. Of those tried, mylase 
P’ was the most satisfactory. 

Recently other enzymatic methods^-* for the preparation of samples 
for pantothenic acid assay have been published. From our use of mylase 
for over IJ years we feel that it offers certain advantages. 

Wei^ 0.4 gm. of sample and 0.4 gm. of mylase P’ into a 50 cc. tube. 
Add 10 CO. of 2 per cent acetic acid and 1 cc. of 1 n NaOH; mix thoroughly 
(pH approximately 4,2) and incubate at 50° for 2 hours with occasional 
stirring, or at 37° overnight. The contents of the tubes are then diluted 
to about 30 cc. and the pH adjusted to 5 to 6 by the addition of approxi- 
mately 1.5 cc. of 1 N NaOH. The mixture may be used immediately at 
this point or stored in the refrigerator for use the next morning. The 
material is transferred to a volumetric flask and suitable dilutions made 
for assay. 

As in the case of clarase,® each lot of mylase has been found to have a 

> Pennington, D., Snell, E. E., and Williams, R. J., J. Biol. Chetn., 136, 213 (1940). 

» Jukes, T. H., J. Biol. Chem., 117, 11 (1937). 

’Mylase P (special) for thiamine determination, obtained from Wallerstein 
Laboratories, 180 Madison Avenue, New York. Each lot of mylase has had a 
different activity; e.g., with one lot, maximum results were obtained by using 0.1 gm. 
of mylase to 0.4 gm. of sample. The activity of each new lot was determined. 

‘Waisman, H. A., Henderson, L. M., Meintire, J. M., and Elvehjem, C. A., J. 
Nvtriiion, 23 , 239 (1942). 

‘ Strong, F. M., Feeney, R. E., and Earle, Ind. and Eng. Chem., Anal. Ed., 
13, 566 (1941). 

‘Willerton, E., and Cromwell, H. W., Ind. and Eng. Chem., Anal. Ed., 14, 603 
(1942). 
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clifTcrcnt content of piuitotlicnic iicid wliich must he tiikcn into account. 
In the assay of some materials of low potency with a particular lot of 
mj'lnso wlien the blank was liiglier than clc.sirahle, 75 per cent of the 
pantothenic acid was removed from the onjiyme preparation by dialysis 
at 5° in a collodion bag for 12 hours without lowering the enzyme activity. 


Comparalivc Apnaij Ilrsullii of Several .^fateriah after Kmymalic Digestion 


Teal materiAl 

C» [Mnlothenile per (pn. 

Mylaie cJiRcaictJ* 2 hri. 

Cbrase di^catrdt 48 hrs. 

Brewers' j’cast 

1 

83.7 

r 

70.S 

<1 l< 

78.2 

74.9 

tt it 

103 


tt it 

195 


Dried yeast c.vtract 

.5.39 

5-14 

tt tt tt 

.301 

249 

Liver concentrate powder 

.3SS 

.377 




* 0.4 gm. of enzyme to 0.4 gm. of sample. 
1 1.0 gm. of enzyme to 0.5 gm. of sample. 


The table shows comparative assay results on several materials after 
treatment for 2 liours with mylasc and 48 hours with clarase.‘ In both 
instances the pantothenic acid content of the digests wa.s determined by 
the procedure of Strong, Feenej', and Earle.* 

The results by the two methods arc in e.xcellcnt agreement. The ob- 
vious advantage of the m 3 'lase method is the shorter digestion time plus 
the fact that a considerablj" smaller quantitj' of cnzj’me is required. 

Research Laboratories IlAnoLO H. Bcskibk 

The Upjohn Company R. A. Decor 

Kalamazoo 


Received for publication, August 14, 1942 









ISOLATION OF DIHYDROSPHINGOSINE FROM BRAIN AND 
SPINAL CORD* 

Sirs: 

In the recrystallization of crude sphingosine sulfate prepared by various 
methods from brain and spinal cord, we have consistently obtained a 
fraction which is only slightly soluble in methyl alcohol. Acetylation of 
this material yielded a considerable proportion of triacetyldihydrosphin- 
gosine. The presence of dihydrosphingosine in nervous tissue has not 
been reported previously, although Lesuk and Anderson* obtained the 
saturated base from the cerebrosides of Cysticercus fasciolaris. This ob- 
serv'ation, therefore, opens up some interesting problems concerning the 
metabolism of sphingosine. 

The sulfate fractions were acetylated as follows; 5 gm. were shaken in a 
separatory funnel with 100 cc. of 0.5 n sodium hydroxide, 200 cc. of ether, 
and 20 cc. of methyl alcohol until no solid particles remained. Then 
3.0 gm. of acetic anhydride and 30 cc. of 2.5 n sodium hydroxide were 
added and the mixture was shaken vigorously until the odor of acetic 
anhydride disappeared. Occasionally a solid separated at this point, 
necessitating the addition of more methyl alcohol. The ether layer was 
separated, dried, and concentrated to dryness. The residue was dis- 
solved in 200 cc. of methyl alcohol and the solution was cooled in an ice 
bath, precipitating 2.5 gm. of solid. This material (presumably the 
N-acetyl derivative) was further acetylated by the method of IQenk and 
Diebold.- The product was recrystallized twice from ethyl alcohol, giving 
2.2 gm. of crystalline solid, m.p. 98—100”; specific rotation [q:]d° = +18.0°. 
The rotations were determined on a 1 per cent solution in chloroform 
(0.1 gm. of triacetyldihydrosphingosine per 10 cc. of chloroform). 
Analysis, C 67.20, H 10.60, N 3.41; calculated for C24H1SO6N, C 67.45, 
H 10.54, N 3.28. The melting point and specific rotation are identical 
with those of an authentic sample of triacetyldihydrosphingosine, which 
was prepared by reducing sphingosine to dihydrosphingosine and acetylat- 
ing the latter in pyridine.’ 

Division of Biochemistry Hehbert E. Carter 

iVot/es Laboratory of Chemistry William P. Norris 

University of Illinois 
Urbana 

Received for publication, August 18, 1942 


• The authors wisli to thank The Upjohn Company for a Research Fellowship in 
support of this work. 

' lA!suk, A., and .Vnderson, R. J., J. Biol. Chem., 139, 457 (1941). 

- Klcnk, E., and Dici)ohl, W., Z. physiol. Chem.^ 198, 25 (1931). 

’ Carter, II. E., and coworkers, unpublished data. 
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A GLUTAMINE-LIKE SUBSTANCE IN BLOOD PLASMA 

Sirs: 

In picric acid filtrates of human and dog plasma the following reactions 
have been observed which are characteristic of glutamine. When the 
filtrates, with pH about 2, were heated at 100°, the amino nitrogen deter- 
minable by the nitrous acid reaction' and the carboxyl nitrogen determin- 
able by the ninhydrin-COj method- decreased, while ammonia was liber- 
ated. (The decrease in NH 2 and parallel formation of about half as much 
by glutamine solutions heated at various pH levels have been studied 
by Vickery, Pucher, Clark, Chibnall, and Westall.’ These changes are 
presumably due to formation of pyrrolidonecarboxylic acid.) Subsequent 
hydrolysis with 2 n HCl restored all the carboxyl nitrogen in the filtrates 
and an equal amount of amino nitrogen. Glutamine solutions under 
similar conditions were found to show the same reactions at approximately 
the same velocities. In the plasma filtrates the quantitative extent of the 
reactions would indicate 5 to 10 mg. of glutamine per 100 cc. of plasma. 
Experiments to isolate the material responsible for the reactions are in 
progress. 

Hospital of The Rockefeller Inslilulo for Medical Research Paul Hamilton 

New York 


llccoivcd for publication, September 2, 1942 


‘ Van Slyke, D. D., J. Biol. Chcin., 83, 425 (1929). 

' Van Slyke, D. D., Dillon, 11. T., MacFadycn, D. A., and Hamilton, P., J. Biol. 
Chern., 141, G27 (1941). 

’ Vickery, H. 15., Pucher, G. \V., Clark, II. li., Chibnall, A. K., and Westall, U. G., 
Biochetn. J., 29, 2710 (1935). 
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THE GROWTH-PROMOTING EFFECT OF FOLIC ACID AND 
BIOTIN IN RATS FED SUCCINYLSULFATHIAZOLE 

Sirs; 

In previous experiments* it was shown that succinylsulfathiazole (sulfa- 
suxidine*) reduced the growth of rats maintained on a synthetic ration to 
the same extent as sulfaguanidine. In this note we wish to report the 
effectiveness of biotin and especially folic acid in counteracting the growth 
inhibition produced by succinylsulfathiazole. 

Weanling rats 18 days old from Sprague-Dawley and our stock colony 
were used. The basal ration had the following percentage composition: 
sucrose, 72; casein, 18; corn oil, 5; Salts 4,® 4; and succinylsulfathiazole, 1. 
Choline hydrochloride was added to this basal ration at 1 gm. per Idlo of 
ration. The B vitamins were fed daily in supplement dishes at the follow- 
ing levels: thiamine 20 y, riboflavin 20 y, pyridoxine 25 y, and calcium 
pantothenate 100 y. 2 drops of haliver oil were given each rat per week. 

In a preliminary series, rats were placed on the basal ration and the 
basal ration with 0.25 and 0.5 gtn. of 1 :20 liver powder added daily. The 
lower level prevented loss of weight and the higher level allowed normal 
growth. Many of our animals maintained on the basal ration and re- 
ceiving only the synthetic vitamins developed spectacle eye, which indi- 
cated a mild biotin deficiency as noted in a previous paper The animals 
would reach a weight plateau or lose weight after 4 to 5 weeks on the 
basal ration and at this time therapy was started; thus each animal served 
as a control. 

A concentrate of the eluate factor of SneU and Peterson (folic acid) was 
prepared according to the procedure of Hutchings, Bohonos, and Peter- 
son,' but was purified only to the superfiltrol eluate stage.® Three rats 
were given 5 mg. of this concentrate (the equivalent of 0.25 gm. of solu- 
bilized liver extract) and three rats were given 5 mg. of the concentrate 
and 1 7 of biotin per day. In all the animals definite growth responses 
were observed, ranging from 13 to 20 gm. for the 1st week of therapy. 

* Black, S., Overman, R. S., Elvehjem, C. A., and Link, K. P., J. Biol. Chem., 
146, 137 (1942). 

* Sulfasuxidine was kindly supplied by A, D. Welch of Sharp and Dohme, Inc., 
Glenoiden, Pennsylvania. 

» Hegsted, D. M., Mills, R. C., Elvehjem, C. A., and Hart, E. B., J. Biol Chem., 
138, 460 (1941). 

‘ Nielsen, E., and Elvehjem, C. A., Proc. Soc. Exp. Biol, and Med., 48, 349 (1941). 

‘ Hutchings, B. L., Bohonos, N.. and Peterson, W. H., /. Biol. Chem., 141, 521 
(1941). 

‘ We are indebted to E. B. McQuarrie for this preparation. 
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Tlic focdiiig of biolin in ndditlon to tlio roiicontmto rosullod in belter 
growth vo.sponsoR. IIf)wcvc'r, when biotin was fed or injeeted alone, the 
spectacle eye condition iiniirovcfl but the growth responses were very 
small, dne nndoid)tedly to a limited iritsike of folic arid. 

We obtained from Dr. E. 1C. Snell of 'I’he University of Texas, Austin, 
a folic acid prcj)aralion which was found to be 15,000 times as potent in 
folic acid as .solubilized liver. At, pre.sent we have obtained growth re- 
sponses in fifteen r.ats with variou.s levels of this folic acid preparation. 
The growth re.sponse for the l.st week of therapj' ranges from 12 to 31 gm. 
We have found that. 10 7 per day of this preparation arc as effective as 
100 7. The therapy has been continued in .several animals and in all eases 
additional ineren.scs in weight have been obtained. The deficiency pro- 
duced by feeding sueeinylsulfathiazoh* has been largcl3' overcome by the 
feeding of folic acid and biotin. 

Dcparlmc7it of liiochrmi/tlry Kdwaiid Nik.i.sen 

College of Agriculture C. A. Ki.vf.iijem 
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Madison 
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GLYCOGEN FORMATION FROM PYRUVATE IN VITRO IN THE 
PRESENCE OF RADIOACTIVE CARBON DIOXIDE 

Sirs: 

The present communication reports experiments demonstrating (1) 
glycogen formation, in vitro, by rabbit liver slices with pyruvate as sub- 
strate, and (2) the degree to which (-f-4) carbon (i.e., carbon as CO2, 
H2CO3, HCO3, CO3) participates in this synthesis, short lived radioactive 
carbon, C”, being used for the purpose of marking the (+4) carbon. 

The formation of glycogen from pyruvate, in vitro, was found to be pro- 
foundly influenced by the ionic environment of the nutrient medium, the 
presence of a high concentration of potassium and a divalent ion, preferably 
calcium, yielding the best results. The medium giving optimum glycogen 
formation after 2 hours incubation consisted of CaCb 5.6 mM per liter, 
KCl 75 mM per liter, K pyruvate 60 mM per liter, KHCO 3 43 mM per liter 
(containing (-1-4) C”). The incubation was carried out at 38° in 175 cc. 
flasks containing about 8 gm. of liver slices plus 24 cc. of solution. The 
gas phase was 95 per cent Oj;5 per cent COs. The pH of the medium 
varied from 7.4 to 7.2 during the 2 hour incubation period. The total CO 2 
and the radioactivity of the solution were determined at 15, 45, 75, and 
120 minute intervals in order to estimate the specific radioactivity of the 
(-1-4) carbon during the period of glycogen formation. From these data 
and from the determinations of the glycogen formed, it was possible to 
estimate the proportion of glycogen carbon derived from (-1-4) carbon. 


Experiment No. 

1 Glycogen formed 1 

1 

Glycogen carbon 

C‘* in glycogen as 
percent of total 
C” present 

(+4j carbon in* 
corporated into 
glycogen 

Glycogen carbon 
derived from 
(-f*4) Carbon 


mg. 

mif 


mif 

per cent 

1 

27.2 

0.91 

3.32 


11.2 

2 

IC.O 

0.53 

1.32 


7.5 

3 

8.0 

0.27 

1.22 

0.045 

16.7 

4 

7.4 1 

1 

0.25 

0.80 


12.0 

Average. . . . 

1.67 

1 

1 

11.0 


Four such experiments have been successfully completed and are re- 
ported in the table. The results indicate (1) that glycogen may be pro- 
duced by liver slices in vitro from pyruvate as substrate and (2) that 
approximately 12 per cent of the glycogen so formed has been derived from 
(-1-4) carbon. This is the same order of magnitude as has been reported 
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Aldehyde(s): Fatty, higher, Anchel and 
Waclsch, 665 

> , tissue, isohitioii, acidic carbonyl 

reagents, use, Anchel and Waclsch, 

605 

Alkali: Ingested, excretion rate, Knyper, 
»■ 615 

Alkaloid (s): Ergot, Gould, Craig, and 
Jacobs, ^gy 

Alkalosis: Chloride deficiency, relation, 
Greenberg and Cuthberlson, 179 
Sodium bicarbonate induced, blood 
serum electrolytes, Kirsner, 219 
Amino acid(s): a-, synthesis, acofoacetic 
cstcis, substituted, Hamlin and 
Hartung, 3jg 

Blood plasma, determiuation, iiiiihy- 
drin-carbon dioxide reaction, 3fac- 
F adycn, go- 


Amino acid(s ) — continued 
Metabolism, keto acid excretion, rela- 
tion, Waclsch and Miller, 1 

Amtno nitrogen: Free, liberation, Van 
Slyke apparatus, Lieben and Loo, 

223 

Anemia: Hemorrhagic, McKibbin, Schae- 
fer, Elvehgem, and Hart, 107 

Anhydrase: Carbonic, electrophoresis, 
Petermann and Hakala, 701 

— , molecular kinetics, Petermann and 
Hakala, 701 

Arginine : Determination, photometric. 
Brand and Kassell, 359 

Arsenate: Carbohydrate breakdown, 
phosphopyruvic acid dephosphoryla- 
tion, relation, Meyerhof and Jtino- 
wicc-Kocholaiy, 443 

Ascorbic acid: I , 3,3'-methylenebis (4- 
hydroxycoumarin) action and pro 
thrombin time, effect. Overman, 
Slahmann, and Link, 155 

Asparagine: Preparation, Vickery, 

Pucker, and Deuber, 45 

B 

Bacillus subtllls: d{—) Glutamic acid 
polypeptide formation by, Bovarnick, 

415 

Bacteria' See also Alcaligenes faecalis 
Bile acid(s): Metabolism, Schmidt, 
Hughes, Green, and Cooper, 229 
Biotin: Diaminocarboxylic acid from, 
3,4 diaminotetrahydrothiophene sta 
bility, comparison, Kilmer, Arm 
strong, Broicn, and du Vigncaud, 

495 

, phcnanthrenequinonc conden- 
sation, Hofmann, Kilmer, Melville, 
du Vigncaud, and Darby, 503 

Pyruvate metabolism, liver, effect. 
Pilgrim, Axelrod, and Bit chjem, 237 
Succmylsulfathiarole and, growth ef- 
fect, Nielsen and Ebehjem, 713 

Biotin sulfone: Hydrolysis, Melt ills, 
Hofmann, and du Vigncaud, 101 
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INDKX 


Blood; Ccrcbml, nrlfrinl-vonous tliffrr- 
cnccH, A’lms, Gthbf, am! Lrnmi, 

189 

— , , nrtcrinl airl)on dioxido ('ITort, 

Nivia, Gibbs, am! I.cnnoT, 189 

Chloride, dpterminotion, mirro-, tilri- 
mplrip, dark, Levitan, Giraron, am! 
Greenberg, 85 

Ijnclnlo, dinbptca, (;luco‘ip nnd inntdin 
offcpl, Klein, 35 

Ijictic nrid, I’lasinndiiiin knntrtesi 
pfTcct, llVridfl and KimbaH, 313 
Polnsflitim, dplenninolion, inirm-, 
titrimetrip, Clark, Levitan, Gleason, 
and Greenberg, 85 

Pyniviitc, dinliplPR, plucoFP nnd instdin 
pfTcct, Klein, 35 

Pyruvic ncid, Plasmodium knntrlesi 
cfTccl, W'rndel and Kindiall, 313 
Sodium, dotcrmiiintion, micro-, titri- 
mctric, Clark, Levitan, Gleason, and 
Greenberg, 85 

Blood cell(s): Nicotinic ncid determinn- 
tion, Klein, Perhweig, and Handler, 

27 

Blood, pinsmn: Amino ncid.s, detorminn- 
tioii, uinhydrin-enrbon dioxide re- 
action, jlfac/'nrfj/cn, 3S7 

Glulnminc-likc substnnee, Hamilton, 

711 

Nicotinic ncid determination, Klein, 
Pcrlzivcig, and Handler, 27 

Prothrombin, sulfngunnidinc ofTcct, 
Black, Overman, Elvehjem, and Link, 

137 

Blood serum: Albumin, mnlonjd, chymo- 
tryptic digestion, l?oss and Tracy, 

19 

Electrolytes, sodium bicarbonate-in- 
duced alkalosis, Kirsner, 219 

Gonadotropin, pregnancy, enzymes, 
effect, Evans and Hauschildt, 335 
Protein, non-antigenic, preparation, 
Arnoia, Kazal, and Dc Falco, 347 
Boron: Riboflavin-, complex, water-solu- 
ble, Frost, 093 

Brain: Adenosine triphosphate decompo- 
sition products, determination, Kerr, 

647 

, determination, Kerr, 647 


Brain — continued: 

Blood nrterial-vcnoug diflcrcnces, 
Nims, Gibbs, nnd Lennox, 189 

, arterial carlwn dioxide effect, 

A’lms, Gibbs, nnd Lennox, 189 
nihydro.gphingosinc isolation. Carter 
find iXorris, 709 

Pho=ii)horu.g rornpotinds, Kerr, 517 
Prolpinagp, Kirs and Schieimmer, CS5 
Brnn: Rice, concentrates, pyridoxine, 
conjugatrd, i8cndi, 637 

Bryophyllum cnlyclnum: I..cnvcs, organic 
ncids. Pucker, 511 

Butyrln(B): n-, dimethyl ethers, hydroly- 
si.s, lipases, Barr and Fischer, 61 

— , , synthesis, Baer nnd Fischer, 

61 

C 

Calcium: .\bsorption, lactose and hy- 
droly.sis [imducts, effect, Roberts and 
Christman, 207 

Calcium salt(s): SurcinoxitLasc system, 
effect, mechanism, Sivingle, Axelrod, 
and Elvehjem, 5S1 

Carbamide: Phcnylthio-, tyrosinase, 
effect, Bernhcim and Bemheim, 213 
Carbohydrate (s): Arsenate effect, phos- 
phopyruvic ncid dephosphorylation, 
relation, Meyerhof and Junowicz- 
Kocholaty, 443 

Carbon dioxide: Blood, nrterial, cerebral 
blood nrterial-x’enous differences, 
effect, Kims, Gibbs, and Lennox, 

1S9 

Radioactive, glj’cogcn formation from 
pyruvate in vitro, effect, Buchanan, 
Hastings, and A'esbett, 715 

Carbonic anhydrase: Electrophoresis, 
Petermann and Hakala, 701 

Molecular kinetics, Petermann and 
Hakala, 701 

Carbon suboxide: Proteins and, Ross and 
Tracy, 19 

Carboxylase (s): Tissue, animal, Green, 
Westerfcld, Vcnnesland, and Knox, 

69 

Carboxylic acid: Diamino-, biotin, 3,4- 
diaminotetrahydrothiophene sta- 
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Carboxylic acid — continued: 

bility, comparison, Kilmer, Arm- 
strong, Brown, and du Vigneaud, 

495 

Diamino-, biotin, phenanthrene- 
quinone condensation, Hojmann, 
Kilmer, Melville, du Vigneaud, and 
Darby, 503 

Pyrrolidone-, formation, glutathione 
hydrolysis, enzymatic, kidney ex- 
tract, hydrogen ion concentration 
effect. Woodward and Reinhart, 471 
Carboxypeptidase: Kinetics, substrate 
effect, Bergmann and Fruton, 247 
Carotene: Stability, tocopherol effect, 
Quachenbush, Cox, and Steenbock, 

169 

Casein: Methionine-free protein, con- 
version, Toennies, 667 

Nutrition effect, hydrogen peroxide and 
formic acid effect, Bennett and 
Toennies, 671 

Tryptophane-free protein, conversion, 
Toennies, 667 

Catecholase: See Tyrosinase 
Chick: Nutritional factor, feather pig- 
mentation, McOinnis, Norris, and 
Heuser, 341 

Chloride (s): Blood, determination, mi- 
cro-, titrimetric, Clark, Levitan, 
Gleason, and Greenberg, 85 

Dietary, alkalosis relation, Greenberg 
and Culhberlson, 179 

Tissue, determination, micro-, titri- 
metric, Clark, Levitan, Gleason, and 
Greenberg, 85 

Cholesterol: Autoxidation, colloidal 

aqueous solution, Bergstrom and 
Wintersleincr, 309 

Formation, acetic acid effect, Bloch 
and Ritlenberg, 625 

Cholic acid: Alcaligenes faccalis effect, 
Schmidt, Hughes, Green, and Cooper, 

229 

Choline: Kidney hemorrhage, effect, Pal- 
terson and McHenry, 207 

Chymotrypsln: Blood scrum albumin, 
malonyl, digestion, Ross and Tracy, 

19 

Egg albumin, malonyl, digestion, Ross 
and Tracy, ' yg 


Chymotrypsln — continued: 

Specificity, Fruton and Bergmann, 

253 

Citric acid: Iso-, malic acid, crassulacean, 
identity, Bucher and Vickery, 525 
Clostridium butylicum: Preparations, 
pyruvic acid dissimilation, Koepsell 
and Johnson, 379 

Clover: Sweet, hemorrhagic disease. Over- 
man, Stahmann, and Link, 155 

Cresol: p-, oxidation, peroxidase in, 
Westerfeld and Lowe, 463 

Cysteine: Determination, Sullivan, Hess, 
and Howard, 621 

Cystine: Determination, Sullivan, Hess, 
and Howard, 621 

D 

Diabetes: Blood lactate, glucose and 
insulin effect, Klein, 35 

— pyruvate, glucose and insulin effect, 
Klein, 35 

Glycogen storage, effect, Pauls and 
Drury, 481 

Dlamlnocarboiylic acid: Biotin, 3,4- 
diaminotetrahydrothiophene sta- 
bility, comparison, Kilmer, Arm- 
strong, Brown, and du Vigneaud, 

495 

— , phenanthrenequinone condensa- 
tion, Hofmann, Kilmer, Melville, du 
Vigneaud, and Darby, 503 

Diamlnotetrahydrothlophene : 3,4-, sta- 
bility, Kilmer, Armstrong, Brown, 
and du Vigneaud, 495 

— , synthesis, Kilmer, Armstrong, 
Brown, and du Vigneaud, 495 

Diastase: Malt, plant nutrients, in- 
organic, effect, Braun, 197 

Dlhydrosphlngoslne : Brain, isolation. 
Carter and Norris, 709 

Spinal cord, isolation. Carter and 
Norris, 709 

Dimethylergotlne(s): 6,8-, rf-lyseqgicand 
dl-lysergic acid transformation, 
Gould, Craig, and Jacobs, 487 

Dopa: Oxidase, mammalian, tyrosinase 
relation, Hogeboom and Adams, 273 
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E 

EpX, nlbumln: Mnlonyl, (-liyinntryplic 
(iit;t'n(inn, liomt ntid 7'rncij, l!) 

Electrode: Mercury, tlropiiiuc, ux'ulntion- 
rcdiictiuii imlcnlmln, (lotennirmtion, 
HMkr, 4'r> 

EIecfrolytc(«): Blood pcruin, rodium hi- 
cnr!)Oiwtc*indurrd olkMo'iifi, Kirtnrr, 

210 

Enzyme ( e): Blood Forurn Ronadotropin, 
prt'Riiancy, cfTccf.'!, Kinnit and llaus- 
child I, 335 

Glutathione liydrolypi.'i, /glutamic acid 
formation, hydm;;cn ion concenfm- 
tion effect, K'oof/ieord and licinharl, 

471 

. pyrrolidonccnrhoxylie acid form- 
ation, lij’drofien ion eoncentmtion 
effect, iroorfirard onrf llrinhnrt, 47J 
»'>rc also AnliydniHo, Carlmsylase, Car- 
l)oxypcptidnse, Chymolrypsin, Bia- 
aUisc, IlistaminaFO, Bipasc, Mylase 
B, Oxidase, I’cptidase, Peroxidase, 
Phosphatase, Proteinase, Succinoxi- 
dasc. Tyrosinase 

ErEoHne(s): C,S-Dimctivyl-, d-lyscrRie 
and dMyscrRic acid tmnsformation, 
Gould, Craig, and Jacobs, 4S7 

Ergot: Alkaloids, Gouhl, Craig, and 
Jacobs, 487 

F 

Fat(s): Synthesis, thiamine effect, 
Quackenbitsh, Stecnbock, and Plal:, 

1G3 

Feather: Pigmentation, nutritional fac- 
tor, HfcGinnis, A^orris, and Ileuses, 

341 

Folic acid: Succinylsulfatliiazolc and, 
growth effect, A'ielscn and Elvehjem, 

713 

Formic acid: Casein nutrition rfjlo, ef- 
fect, Bennett and Tocnnics, 671 

Fonnylglyclne : ffippuric acid synthesis, 
effect, Abbott, 241 

« 

G 

Globulin: See also Lactoglobulin 

Glucose: Blood lactate, diabetes, effect, 
Klein, 35 


Glucose — continued: 

Jllnod pyruvate, diaheles.cffcct, Klein, 

35 

Fate, injection effect, GWrn and Sagers, 

123 

Ketonernia, ingestion effect, Somogiji, 

575 

Ketone-sparing effect, Somaggi and 
U'cichsrlbautn, 567 

Glutamic acid: d( — )-, polypeptide, 
formation. Bacillus subtilis, Bovar- 
niek, 415 

Formation, glutatliione hydrolysis, 
enzymatic, kidney extract, hydrogen 
if)n coneenlration effect, Woodicard 
and Reinhart, 471 

Glutamine: -Like substance, blood 
plasma, Hamilton, 711 

Glutathione: Hydrolysis, cnzyTnatic, 
kidney extract, pyrrolidonecar- 
t)oxylie arid and glutamic acid forma- 
tion, hydrogen ion concentration 
effect, Woodirord and Reinhart, 471 
Glycine: Acetyl-, hippuric ncid synthe- 
sis, elTeet, A55o(t, 241 

Formyl-, hippuric ncid synthesis, ef- 
fect, Abbott, 241 

Propionyl-, hippuric ncid synthesis, 
effeet, Abbott, 241 

Glycogen: Formation from pyruvate tn 
vitro, radioactive carbon dioxide 
effeet, Buchanan, Hostings, and 
A'cshelt, llo 

Liver, tryptopbanc, 3-indolclactic 
arid, 3-indolcpynivic acid, and /(— )- 
kynurenine effect, Borchers, Berg, 
and Whitman, b57 

Storage, diabetes, insulin effect, Pauls 
and Drunj, 4S1 

Glycosuria: Phlorliizin, \7iline metab- 
olism, Rose, Johnson, and Haines, 

679 

Gonadotropin: Blood scrum, pregnancy, 
enzymes, effect. Evans and Hatis- 
childt, 335 

Growth: Biotin and succinylsulfatbia- 
zolc, effect, A'’ichcn and Elvehjem, 

713 

Folic ncid and succinylsulfathiazole, 
effect, Nielsen and Elvehjem, 713 
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Growth — continued: 

Succinylsulfathinzole and folic acid 
and biotin, effect, Nichen and 
Elvchjem, 713 

Sulfaguanidine effect. Black, Overman, 
Elvchjem, and Link, 137 

Guanidine: Sulfa-, blood plaama pro- 
thrombin, effect. Black, Overman, 
Elvchjem, and Link, 137 

— , growth effect. Black, Overman, 
Elvchjem, and Link, 137 

H 

Hemorrhage: Anemia, iIcKibbin, Schae- 
fer, Elvchjem, and Hart, 107 

Kidney, choline effect, Patterson and 
llcHenry, 207 

Sweet clover diaease. Overman, Stah- 
mann, and Link, 155 

Hippurlc acid: Synthesis, formylglycine, 
acotylglycine, and propionylglycine 
effect, Abbott, 241 

Hlstamlnase: Histamine-, reaction, oxy- 
gen consumption, Laskowski, 457 
Histamine: Histaminase reaction, oxy- 
gen consumption, Lasicomki, 457 
Hydrogen peroxide: Casein nutrition 
rdle, effect, Bennett and Tnennies, 

671 

I 

Indolelactlc acid: 3-, liver glycogen, 
effect, Borchers, Berg, and Whitman, 

657 

, urine kynurenic acid, kynurenine, 
and acetone bodies, effect, Borchers, 
Berg, and Whitman, 657 

Indolepyruvlc acid: 3-, liver glycogen, 
effect, Borchers, Berg, and Whitman, 

657 

, urine kynurenic acid, kynurenine, 
and acetone bodies, effect, Borchers, 
Berg, and Whitman, 657 

InsuUn: Blood lactate, diabetes, effect, 
Klein, gg 

— pyruvate, diabetes, effect, Klein, 

n, 35 

Glycogen storage, diabetes, effect, 
Pauls and Drury, 


Inulln: Determination, Hubbard and 
Loomis, 641 

Isocitrlc acid: Malic acid, crassulacean, 
identity, Pucher and Vickery, 525 

K 

Keto acld(s): Excretion, amino acid 
metabolism, relation, Waelsch and 
Miller, 1 

Ketone (s): Glucose, sparing effect, 
Somogyi and Weichselbaum, 567 
Ketonemla: Glucose ingestion effect, 
Somogyi, 675 

Kidney: Glutamic acid formation, 
glutathione hydrolysis, enzymatic, 
hydrogen ion concentration effect. 
Woodward and Reinhart, 471 

Hemorrhage, choline effect, Patterson 
and McHenry, 207 

Phospholipid formation in vitro, anaero- 
biosis and respiratory inhibitors, 
radioactive phosphorus as indicator, 
Taurog, Chaikoff, and Perlman, 281 
Pyrrolidonecarboxylic acid formation, 
glutathione hydrolysis, enzsrmatic, 
hydrogen ion concentration effect. 
Woodward and Reinhart, 471 

Kynurenic acid: Urine, tryptophane, 3- 
indolelactic acid, 3-indolepyrUvic 
acid, and i(— )-kynurenine effect, 
Borchers, Berg, and Whitman, 657 
Kynurenine: l(— )-, liver glycogen, 
effect, Borchers, Berg, and Whitman, 

657 

— , urine kynurenic acid, kynurenine, 
and acetone bodies, effect, Borchers, 
Berg, and Whitman, 657 

Urine, tryptophane, 3-ind^lelactic acid, 
3-indolepyruvic acid, and i(— )- 
kynurenine effect, Borchers, Berg, 
and Whitman, 657 

L 

Lactate: Blood, diabetes, glucose and 
insulin effect, Klein, 35 

Lactic acid: Blood, Plasmodium knowlesi 
effect, Wendel and Kimball, 343 
Fermentation, hydrogen ion concentra- 
tion effect, Gunsalus and Niven, 131 
■See also Indolelactic acid 
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LncloRlobulln: /?-, dctenniniilioii, lirnmi 
and Km^rcll, 3fi5 

— , jnoU'Culiir W(’if',lit , Ilraud mid Knr-- 
sell, 3()o 

Lftcfosc: Calrititn nliwriitinri, <‘(Tf'Ct. 
Koherts and C/irislinan, 207 

lIjalrolya’iH prodiiftn, calrtum nb'-orp- 
tion, ofTcrt, liohcrl'; and Chri'.lmnn, 

2r.7 

Hpnsc(s); n-llutyriii'i, dinictliyl rtlicrH. 

hydroIyp’iH, lliur and I'i^rhrr, 01 
Liver: Glycoprn, tryplopliniu>, S-iiidolc- 
laclic arid, ll-indolrpyruvic ucid, nnd 
J (— )-V:ytuir('iiitu’ cfTcct, Ilorchrrs, 
Bct0, and ll’/iiJuifiTi, 057 

PlinHpholipid forinntinn in t i(ro,iiii:\i'ro- 
biosis and rcapiriitory inliibitora, 
Ridionrlive pliospiionifl aa indirafor, 
Taurog, Chaikoff, and 1‘erlinnn, 2S1 
Pyruvate nu'talxiliam, pindioliienic 
acid nnd biotin cfToct, Pilgrim, Aid- 
rod, and /i/ff/i Jem , 237 

Succinoxidnse system, ribodavin de- 
ficiency, Aidrod, fSivinglr, and 
Eli'chjrm, 297 

Lunn: Protein, tliromlKiplnstic, isolation, 
ChargnSd, Moore, and IJcndich, 503 
Lysergic acid: d-, G.S-ditnetliylcrKolines, 
transformation, Gould, Craig, and 
Jacobs, ‘187 

dl-, OjS-dimcthylcrgolincs, transforma- 
tion, Gould, Craig, and Jacobs, 487 

M 

Malle acid: Crassulaccan, isocitric acid, 
identity. Pucker and Vickery, 525 
Malonyl albumin: Blood serum, chj'mo- 
tryptic digestion, Ross and Tracy, 

19 

Malonyl egg albumin: Chymotryptic di- 
gestion, Ross and Tracy, 19 

Malt: Diastase, plant nutrients, inor- 
ganic, effect, Braun, 197 

Methionine: dl-, diet, a-keto acid ana- 
logue, replacement, Cahill and Ru- 
dolph, 201 

Protein-free, casein conversion, Tocn- 
nies, 667 


Mcttiylencbls(4 - hydroxycoumarln): 
3,3'-, prothrombin time, 2-methyl- 
1 .l-naplitliofiuinono nnd f-nacorbic 
acid effect , Orerman, Slahmann, and 
Link, 155 

Mothyl-l,4-nnphthoqulnonc: 2-, 3,3'- 
methylenebisG - hydroxycoiimarin) 
action nnd prothrombin time, effect. 
Overman, Slahmann, and Link, 155 
Mosaic: Tobacco, virus, nhysical and 
chemical properties, Knight, 11 
Mylnsc P: Pantotheplc acid determina- 
tion, microbiological, use in, Duskirk 
and Dclnr, 707 

N 

Naphthoquinone: 2-Mothyl-l,4-, 3,3'- 
metliylenebisfl - hydroxyeoumarin) 
action and jirothrombin time, effect, 
Overman, Slahmann, nnd Link, 155 
Nicotinic acid: Bkxid cells, determina- 
tion, Klein, Prrhiccig, and Handler, 

27 

— plasma, determination, Klein, Perl- 
zircig, and Handler, 27 

Deficiency, biochemical defect. 
Handler and Dann, 145 

Nutrition: Feather pigmentation factor, 
McGinnis, Xorris, and Heuser, 341 

O 

Organic neld(s): Bryopbyllumcalycinum 
leaves, Packer, 511 

Oxidase: Dopa, mammalian, tyrosinase 
relation, Ilogcboom and Adams, 273 
Per-, p-eresol oxidation, IVcsterfcld 
and Loire, 463 

Succin-, system, calcium salts, effect, 
mechanism. Swingle, Axelrod, and 
Etvchjcrn, 5S1 

— , — , liver, riboflavin deficiency, 
Axelrod, Sxuinglc, and Elcehjcm, 297 
Oxidation-reduction: Potentials, de- 
termination, dropping mercury elec- 
trode, Milllcr, 425 

Oxygen: Consumption, histamine-hista- 
minase reaction, Laskowski, 457 
Oxyphenazlne: «-, polarographic study, 
Muller, 425 
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p 

Pantothenic acid; Detennination, micro- 
biological, mylase P use, Bushirk and 
Delor, V07 

Pyruvate metabolism, liver, effect. 
Pilgrim, Axelrod, and Elvehjem, 237 
Peptidase: Carboxy-, kinetics, substrate 
effect, Bergmann and Frulon, 247 
Peroxidase: p-Cresol oxidation, IPestcr- 
feld and Lowe, 463 

Phenanthrenequinone: Condensation, 

diaminocarboxylic acid from biotin, 
Hofmann, Kilmer, Melville, du Vi- 
gneaud, and Darby, 503 

Phenol (s): Urine, determination, 

Schmidt, 533 

Phenylthlocarbamide : Tyrosinase, ef- 
fect, Bernheim and Bernhcim, 213 
Phlorhizin: Glycosuria, valine metabo- 
lism, Rose, Johnson, and Haines, 

679 

Phosphatase: Activity, oxidants and re- 
duotants, effect. Sizer, 405 

Phospholipid(s): Kidney, formation in 
vitro, anaerobiosis and respiratory in- 
hibitors, effect, radioactive phos- 
phorus as indicator, Taurog, Chaikoff, 
and Perlman, 281 

Liver, formation in vitro, anaerobiosis 
and respiratory inhibitors, effect, 
radioactive phosphorus as indicator, 
Taurog, Chaikoff, and Perlman, 281 
Phosphopyruvlc acid: Dephosphoryla- 
tion, carbohydrate breakdown, rela- 
tion, Meyerhof and Junowicz-Kocho- 
laly, 443 

Phosphorus: Radioactive, kidney phos- 
pholipid formation in vitro, anaero- 
biosis and respiratory inhibitors, 
study with, Taurog, Chaikoff, and 
Perlman, 281 

— , liver phospholipid formation in 
vitro, anaerobiosis and respiratory 
inhibitors, study with, Taurog, 
Chaikoff, and Perlman, 281 

Phosphorus compound (s): Brain, Kerr, 

647 

Pigmentation: Feather, nutritional fac- 
tor, WcGtnnts, Norris, and Heuser, 

341 


Plant: Nutrients, inorganic, malt 
diastase, effect, Braun, 197 

Plasmodium knowlesl: Blood lactic acid, 
effect, Wendel and Kimball, 343 
— pyruvic acid, effect, Wendel and 
Kimball, 343 

Potassium: Blood, determination, 

micro-, titrimetric, Clark, Levitan, 
Gleason, and Greenberg, 85 

Tissue, determination, micro-, titri- 
metric, Clark, Levitan, Gleason, and 
Greenberg, 85 

Pregnancy: Blood serum gonadotropin, 
enzymes, effect, Evans and Haus- 
childl, 335 

Prolan: Inactivation, reversible, Bis- 
choff, 545 

Proplonylglycine: Hippuric acid synthe- 
sis, effect, Abbott, 241 

Protein(s): Carbon suboxide and, 

Ross and Tracy, 19 

Methionine-free, casein conversion, 
Toennies, 667 

Non-antigenic, blood serum, prepara- 
tion, Arnoto, Kazal, and De Falco, 

347 

Thromboplastic, lung, isolation. Char- 
gaff, Moore, and Bendich, 593 

Tryptophane-free, casein conversion, 
Toennies, 667 

Proteinase: Brain, Kies and Schwimmer, 
y 685 

Prothrombin: Blood plasma, sulfaguani- 
dine effect. Black, Overman, 
Elvehjem, and Link, 137 

3,3' - Methylenebis (4 - hydroxy- 
coumarin) action, 2-methyl-l,4- 
naphthoquinone and f-ascorbic acid 
effect. Overman, Stahmann, and Link, 

155 

Pyrldoilne: Conjugated, rice bran con- 
centrates, Scudi, 637 

Pyrrolldonecarboiyllc acid: Formation, 
glutathione hydrolysis, enzymatic, 
kidney extract, hydrogen ion concen- 
tration effect, ll'oodtrard and Rein- 
hart, 471 

Pirruvate: Blood, diabetes, glucose and 
I insulin effect, Klein, 35 
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Piyuvatc — continued; 

Glycogen formation from, tn vitro, 
rndionctivo carbon dioxide effect, 
Buchanan, Hastings, and Ncshcll, 

715 

Metabolism, liver, pantothenic acid 
and biotin effect. Pilgrim, Axelrod, 
and Elvehjem, 237 

Pyruvic acid: Blood, Plasmodium know- 
Icsi effect, ll'cndcl and Kimball, 313 
Dissimilation, Closlridium biUylicum 
prepamtions, Kocpscll and Johnson, 

370 

Phospbo-, dcjihosphorylation, carl)o- 
hydnvtc breakdown, relation, Meyer- 
hof and Junoiuicz-Kocholaly, -MS 
See also Indolcpynivic acid 

Q 

Qulnone: Phcnanlhrcne-, condensation, 
dinminocarboxylic acid from biotin, 
Hofmann, Kilmer, Melville, du Vi- 
gneaud, and Darby, 503 

R 

Riboflavin: -Boron complex, water- 

soluble, Frost, C03 

Deficiency, liver succinoxidasc system, 
Axelrod, Swingle, and Elvehfcm, 297 
Rice; Bmn concentrates, pyridoxinc, 
conjugated, Scudi, 037 

S 

Selenium: Respiratory excretion, nvdio- 
nctivc isotope in study, McConnell, 

55 

Serine: Dietary, effect, Fishman and 
Artom, 345 

Sodium: Blood, determination, micro-, 
titrimetric, Clark, Levitan, Gleason, 
and Greenberg, 85 

Tissue, determination, micro-, titri- 
metric, Clark, Levitan, Gleason, and 
Greenberg, 85 

Sodium bicarbonate: Alkalosis, blood 
serum electrolytes, Kirsner, 219 
Sodium salicylate: Urine metabolites, 
Kapp and Coburn, 549 

Sphingoslne: Dihydro-, brain, isolation. 
Carter and Norris, 709 

— , spinal cord, isolation. Carter and 
Norris, 709 


Spinal cord: Dihydrosphingosinc isola- 
tion, Carter and Norris, 70^ 

Sterol (s): Autoxidation, colloidal aque 
ous solution, Bergslrum and Wintcr- 
stciner, 309 ^ 327 

— , constitutional factors, effect, col- 
loidal aqueous solution, Bergslrum 
and Winlcrstciner, 327 

— , esterification effect, colloidal 
aqueous solution, Bergslrum and 
Winterstcincr, 327 

Succinoxidasc: System, calcium salts, 
effect, mechanism. Swingle, Axelrod, 
and Elvehjem, 581 

— , liver, riboflavin deficiency, Axelrod, 
Swingle, and Elvehjem, 297 

Succlnylsulfathlazole: Biotin and, 

growtii cffi'ct, Nielsen and Elvehjem, 

713 

Folic acid and, growth effect, Nielsen 
and Elvehjem, 713 

Sulfaguanldlne: Blood plasma prothrom- 
bin, effect, Blaek, Overman, 
Elvehjem, and Link, 137 

Growth effect. Black, Overman, 
Elvehjem , and Link, 13‘ 

T 

Tetrahydrothlophene: 3,4-Diainino-, 

stability, Kilmer, Armstrong, 
Brown, and du Vigneaud, 495 

— , synthesis, Kilmer, Armstrong, 
Brown, and du Vigneaud, 495 

Thiamine: Fat synthesis, effect, Quack- 
enbush, Stecnbock, and Plalz, 103 
Thrombin: Pro-, blood plasma, sulfa- 
guanidine effect, Black, Overman, 
Elvehjem, and Link, 137 

— , 3,3'-mcthylcncbis(4-hydroxycou- 
marin) action, 2-mcthyl-l,4-naph- 
thoquinone and f-ascorbic acid ctfcct , 
Overman, Slahmann, and Link, 155 
Tobacco: Mosaic virus, physical and 
chemical properties, Knight, 11 
Tocopherol: Carotene stability, effec’ , 
Quackenbush, Cox,' and Sleenboc:, 

1: 

Trypsin: Chymo-. See Chymotrypsin 
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''ryptophane: Liver glycogen, effect, 
Borchers, Berg, and Whitman, 657 
Metabolism, Borchcre, Berg, and Wkii- 
^ man, 657 

Protein-free, casein conversion, Toen- 
nies, 667 

Urine kynurenic acid, kynurenine, and 
acetone bodies, effect. Botchers, 
Berg,andWhilman, 657 

Tyrosinase: Mammalian, dopa oxidase, 
relation, Hogeboom and Adams, 273 
Phenylthiocarbamide effect, Bernheim 
and Bernheim, 213 

Preparation, Tenenbaum and Jensen, 

293 


U 

Urine: Kynurenic acid, kynurenine, and 
acetone bodies, tryptophane, 3- 
indolelactic acid, 3-indolepyruvio 
acid, and Z(— )-kynurenine effect, 
Borchers, Berg, and Whitman, 657 
Metabolites, sodium salicylate, Ka-pp 
and Coburn, 549 

Phenols, determination, Schmidt, 533 

V 

Valine: Metabolism, phlorhizin glyco- 
suria, Rose, Johnson, and Haines, 

679 

Virus: Tobacco mosaic, physical and 
chemical properties, Knight, 11 



